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TO 
MY WIFE 


“When you can measure what you are speaking about and express it in 
numbers, you know something about it, and when you cannot measure it, 
when you cannot express it in numbers, your knowledge is of a meagre and 
unsatisfactory kind. It may be the beginning of knowledge, but you have 
scarcely in your thought advanced to the stage of a science.” 


—Lorp KeEtvin. 


FOREWORD 


In the manufacture of almost any substance, material, or article, 
in industrial, pharmaceutical, medical, biological, and research chem- 
istry, in times of peace as well as in times of war, analytical chemical 
methods, because they give information which is unobtainable by 
other means, have become of very great importance. 

In all applied chemistry, the demand for accuracy in analytical 
methods varies with the material, application, or conditions in each 
case. Accuracy greater than the conditions or materials warrant, 
especially if it is at the expense of time, labor, or equipment, is never 
in demand, since it serves no useful purpose. The great demand in 
all fields of applied chemistry is for analytical methods of sufficient 
accuracy which require but little time for completion. In recent 
years another requisite has been added to that of sufficient accuracy 
and rapidity, namely that of sensitivity, so that extremely small 
amounts of substance can be analyzed or determined, if necessary. 

Ordinary gravimetric analyses could and can comply with only 
one of the above qualifications, namely, accuracy. For rapidity and 
sensitivity they were not so designed and are by their nature not 
adaptable. 

While here and there a volumetric method will fulfill all of the 
above requirements, especially that of rapidity and occasionally that 
of sensitivity at the cost of tediousness, the greatest progress in fulfill- 
ing these requirements has been made by means of photometric 
analysis—colorimetry and nephelometry. Photometric analytical 
methods have established new standards and new fields of application 
and research, owing to their high sensitivity, although in a few cases 
there is still room for improvement in accuracy and rapidity. 

If the contributions of photometrical chemical analyses to industry 
and research consisted alone in their offering us the means of determin- 
ing substances in very small amounts or in very high dilutions, this 
alone would justify their use and study. But in addition to this, 
their use in routine and control work as a primary means of analysis, 
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in industrial, pharmaceutical, biological, and medical work has been 
so great—references in the literature amounting to several thousand 
articles—and is growing so rapidly, that it is safe to say that photo- 
metric analyses are indispensably connected with the many fields of 
applied chemistry. 

As photometric analysis is yet in its infancy, we are learning daily 
how to increase its efficacy, through improvement in accuracy, rapidity, 
and sensitivity. The study of the most sensitive reactions, the best 
media for their production and stabilization, involving in many cases 
the use of protective colloids, and finally the best methods and equip- ° 
ment for obtaining a photometric balance and determination, are all 
involved in photometric analytical research. 

Many analytical chemists, not having seen or heard of photo- 
metric analyses in detail during their analytical training period, have 
been so accustomed to make their analytical procedures adaptable to 
either filtering, washing, drying, and weighing of precipitates, or to 
some volumetric titration, that photometric analytical procedures are 
new to them, their ee unknown, or their accuracy under- 
estimated. 

While gravimetric and volumetric es will always be neces- 
sary for purposes of precise scientific measurements and perhaps also 
as standards for comparing shorter methods, yet since the application 
of chemistry involves so many of these photometric methods, no well- 
equipped student or chemist can afford to ignore the bases and prin- 
ciples of photometric analysis, its advantages, its accuracy, details of — 
correct manipulation, the possible sources of errors, and the improve- 
ments that are, and can be, made in this very useful field of analytical 
chemistry. 

For these reasons I believe that Professor Yoe’s treatise on photo- 
metric analysis will be welcomed by students and wor as a great 
aid in the field of applied chemistry. 

PHILIP ADOLPH KOBER 


PREFACE 


THE rapid growth of colorimetry and nephelometry has created a 
demand for a comprehensive reference work on these two methods of 
chemical analysis. ‘The use of color as a means of making quantita- 
tive chemical measurements is almost as old as the science of chemistry 
itself. The Greeks and Romans detected the presence of alkalis in 
natural waters by the decoloration of red wine. Keates is said to 
have been the first person to determine copper colorimetrically. 
This was done almost a century ago. During the past twenty-five 
years many new colorimetric methods have been developed, so that 
now most of the more common elements, a number of the less common 
ones, and many organic compounds may be determined by means of 
the colorimeter. ‘The literature numbers several thousand references. 

Nephelometry, on the other hand, is a comparatively new science. 
It had its beginning in the nineties when Richards used it as a means 
of making corrections in certain atomic-weight determinations. But 
it was not until 1912 that nephelometry as an analytical method was 
developed by Kober, and almost at the same time (1913), but entirely 
independently, by Bloor. Since that time nephelometry has made 
rapid strides both in the development of new methods and in the 
improvement of apparatus. Kleinmann in Germany has made 
important contributions within the past few years. Although 
nephelometry as an analytical method is in its infancy, it is rapidly 
growing, and already a literature of several hundred papers exists. 

In view of the widespread application of colorimetry and the 
extensive development of nephelometry, it seems to the author that 
the time is now ripe for the theoretical consideration and correlation 
that these two sister methods of chemical analysis deserve. It is 
hoped that the chapters devoted to the actual operation of the instru- 
ments, the various methods of computing results, and the description 
ie pears of representative goes will clearly demonstrate to the 
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Furthermore, much progress in the sciences and the arts depends 
upon accurate determinations, and often upon rapid determinations, 
of amounts of substances that are too small to be estimated by 
gravimetric or volumetric analysis. From the point of view of 
rapidity, and for use in micro-analysis, colorimetry and nephelometry 
possess decided advantages; in fact, with the exception of the inter- 
ferometer, the use of these methods is the only advance thus far 
made in this direction. As a matter of convenience, colorimetry 
has been treated in Volume I and nephelometry in Volume II. The 
second volume will appear within the next few months. 

As this is the first extensive treatment of the subject, the author 
aims to cover a number of topics not ordinarily treated. This book 
has been written for both the advanced student in chemistry and the 
research worker. An extensive bibliography, arranged alphabetically 
by subject and chronologically under each subject, has been included. 
Many of the references contain a brief abstract, while others have 
been recorded with only the subject heading. It must not be assumed, 
however, that the relative importance of an article is indicated by 
the length of its abstract. Indeed, many excellent papers have been 
recorded with only their titles or subject headings. 

It has been the aim of the author to make the bibliography an 
accurate and fairly complete survey of the literature on photometric 
chemical analysis. No doubt there are a number of articles that 
have escaped his attention, and he hopes that the users of the bibliog- 
raphy will call his attention to omissions in order that these may be 
included in a future edition. Also, notice of any errors will be greatly 
appreciated. 

The author earnestly hopes that workers in this field will cooperate 
in improving (and ‘‘weeding out” if necessary) some of the less 
accurate and imperfectly studied methods given in this treatise. It 
is mainly with this idea in mind that these procedures have been 
included. As far as possible, the author has endeavored to state the 
limits of accuracy of each method, but, unfortunately, such data 
are not available at present for a number of the procedures; in others 
the data are given only for very limited applications. All chemical 
factors are based upon the International Atomic Weights for 1925. 

The author owes a special debt of gratitude to Dr. Philip A. Kober, 
who read the entire manuscript for both volumes and made many 
helpful suggestions. In addition to this, Dr. Kober translated a 
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number of Dr. Kleinmann’s papers, checked about a hundred refer- 
ences in the bibliography, and contributed a chapter on Directions for 
Using a Precision Colorimeter. 

Thanks are due Dr. Philip B. Hawk, Food Research Laboratories, 
New York; Professor Robert F. McCrackan, Medical College of 
Virginia; and the author’s colleague, Professor Alfred Chanutin, each 
of whom read the manuscript for the Biological Part and made helpful 
criticisms. 

Professor H. H. Willard, University of Michigan, reviewed the 
manuscript on his periodate method for determining manganese; 
Professor William M. Dehn, University of Washington, read the 
manuscript for the chapter on Errors in Colorimetry; Mr. C. R. 
McCabe made helpful suggestions in connection with his method for 
the determination of vanadium in iron and steel; Mr. John R. Cain 
made an outline of his thiocyanate method for iron, indicating what 
was to be reproduced; and Dr. Hans Kleinmann, University of Berlin, 
furnished two cuts of his improved colorimeter and about a hundred 
references not in the authot’s card index. The author is very grateful 

for this assistance. 

He is indebted to his students for assistance in checking many of 
the references in his card index, and especially to Mr. Raymond 

D. Cool for his painstaking care in checking all of the chemical factors 
in the book and for assistance in checking many of the references in 
the bibliography. Thanks are also due Dr. Harold B. Friedman, 
Mr. William L. Hill, and Mr. James M. Graham for tracing a number 
of the diagrams used in the book. 
: The author is very grateful to the following for permission to use 
| certain parts of their published articles or books: Professor Martin H. 
| Fischer, University of Cincinnati; Professor E. F. Burton, University 
of Toronto; Dr. John H. Foulger, University of Cincinnati; Professor 
_G. B. Frankforter, University of Minnesota; Mr. Charles M. Johnson, 
Crucible Steel Company of America; Dr. J. L. Isaacs, Columbia 
University; Mr. H. Heidenhain; Mr. E. Gabriel Jones, City Analyst’s 
Department, Liverpool; Mr. Walker J. King, General Electric 
Company; Dr. Victor C. Myers, Western Reserve University; Pro- 
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. B. Pulsifer; Dr. F. D. Snell, Pratt Institute; Professor W. W. 
ott, University of Southern California; Mr. Freeman M. Scales; 
Professor H. H. Willard, University of Michigan; Mr. Jerome Alex- 


xX PREFACE 


ander; Professor Arthur W. Thomas, Columbia University; Professor 
J. F. McClendon, University of Minnesota. 

Thanks are due to the editors of the following journals for the 
privilege of using copyrighted material: Archives of Internal Medicine; 
Archives of Pathology and Laboratory Medicine; The Analyst; 
Journal of the American Chemical Society; Journal of the American 
Medical Association; Biochemical Journal; Biochemischen Zeit- 
schrift; Bulletin de la Société de Chemie biologique; Chemical 
Abstracts; Journal of Chemical Education; Journal of Industrial 
Hygiene; Journal of Biological Chemistry; Industrial and Engineering 
Chemistry; Journal of the Society of Chemical Industry; Zeitschrift 
fiir analytische Chemie. 

The following publishing companies granted permission to use 
certain figures or to quote from their publications: The Century Co.; 
The Chemical Catalog Co.; The Chemical Publishing Co5_E. P. 
Dutton & Co.; Longmans, Green & Co.; The CC VeMe@samaGo- 
D. Van Nostrand Co.; George Thieme; John Wiley & Sons. The 
American Public Health Association and’ the Bureau of Standards, 
U. S. A., gave permission to use material from their publications. 

The author is indebted to the following companies for cuts and 
for the use of material in their catalogs: Akatos, Inc.; Arthur H. 
Thomas Co.; Bausch & Lomb Optical Co.; LaMotte Chemical 
Products Co.; E. Leitz, Inc.; Schmidt & Haensch; Spencer Lens Co. 

He is very grateful to the Research Committee of the University 
of Virginia for a grant to defray part of the travel expenses incurred 
in connection with the preparation of the manuscript. 

He owes his wife a special debt of gratitude for her painstaking care 
in typing the manuscript and for her assistance in the reading of 
manuscript and proof. 


J.HLY. 


UNIVERSITY, VIRGINIA, 
January, 1928, 
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These errata are inserted in Volume II for the benefit of those who 
own a copy of Volume I. 


ERRATA 


VoLuME I 
PAGE 
5, footnote, “J. Lab. Clin. Med.” should appear only. once. 


6, line 20, omit “reasonably.” 
28, line 14, “‘scales” should read ‘“‘scale.”’ 
37, line 20, “‘plunger”’ should read “‘plungers.”’ 
37, line 22, ‘“‘on both sides” should read ‘“‘between the two halves.” 
Viree )V i 
x Oe 

81, the first equation should have “‘=” after S instead of “‘ — 
87, in footnote 12, last line, “‘showed” should read “‘shown.”’ 
95, line 37, “xSbeS3-yS—” should read “xSbeSayS--.” 

97, line 3 from bottom, “‘trisulfide” should read ‘‘sulfide.”’ 
134, line 18, and page 136, line 3, formula for borax should be 


mG Naz2B407.10H20.”’ 


16/,une 9, 9.2” should be “0.2.” 


248, the formula for dimethylglyoxime should be CHs—-C——-C—-CH3 


Lae a 


80, the first equation should read S= 


9 


378, line 10, “other” should read “ether.” 

386, Note 1, line 5, ‘‘residue”’ should follow “insoluble.” 
394, line 6, “‘acid”’ should follow “‘nitric.” 

445, line 2, ‘““poassium”’ should read “potassium.”’ 


COLORIMETRY 


PART I 


GENERAL PRINCIPLES, APPARATUS, CALCULATIONS, CALIBRATION AND 
CORRECTION CURVES, ERRORS, COLLOIDS, AND DIRECTIONS 
FOR USING A PRECISION COLORIMETER 


CHAPTER I 
GENERAL PRINCIPLES 


Ir has long been the custom of chemists to classify all methods of 
analysis according to the technique employed, ie., gravimetric 
analysis or volumetric analysis. If we classify the methods accord- 
ing to the physico-chemical principles involved, it will be found that 
practically all quantitative procedures may be grouped under the 
following important principles: ! 


1. Neutralization. 

2. Solubility-product or saturation-value of the ion-concentration 
product. 

3. Oxidation-reduction. 

4. Colorimetry and nephelometry (photometric chemical analysis). 

5. Evolution and measurement of gases. 


In the present treatise we are concerned with the fourth principle: 
listed above. Photometric chemical analysis may be defined as analysis 
which depends upon a change in the amount or character of light due to a 
chemical reaction. The change in the amount of light as understood 
in this treatise is that due to either absorption or reflection. Analysis 
made on the basis of absorption is usually called colorimetry, and in a 


-1Cf.H. A. Fales, Inorganic Quantitative Analysis, p.5. The Century Co., New York, 
1925, 
We 
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few cases turbidimetry, while analysis based on reflected light is 
called nephelometry. A few colorimetric methods based upon the 
formation of color stains have also been included. As a matter of 
convenience, we shall treat colorimetry and nephelometry separately, 
the latter being discussed in Volume II. 

The use of color as a means of determining the amount of a given 
substance present has long been employed, for example, in the deter- 
mination of ammonium, nitrite, and nitrate nitrogen in water or of car- 
bon in steel. Also, color may be referred to an absolute index of 
color value, for example, by use of the Lovibond Tintometer; or it 
may be determined by absolute analysis in terms of wave-length of 
dominant hue or its complement and the percentage of white, for 
example, monochromatic analysis by means of the Nutting Colorim- 
Cvers 

Colorimetric methods have rapidly increased in number during the 
past twenty-five years, so that the list now includes many metals 
(aluminum, chromium, cobalt, copper, gold, iron, lead, magnesium, 
manganese, mercury, molybdenum, nickel, potassium, titanium, 
tungsten, vanadium, zinc, etc.), many non-metals (arsenic as arsenate; 
boron as borate; carbon; hydrogen-ion; nitrogen as nitrite, nitrate, 
and ammonium; oxygen both free and as hydrogen peroxide; silicon 
as silica; sulfur as sulfide; phosphorus as phosphate; etc.), and a 
large number of organic substances which include nearly all classes of 
organic compounds (alcohols, aldehydes, organic acids, esters, phenols, 
carbohydrates, alkaloids, hemoglobin, etc.). 

In general, colorimetric analysis consists in adding a reagent to a 
solution of the test substance in such a way as to producea color. The 
basis of colorimetry may be stated as follows: When equal heights or 
thicknesses of two solutions give the same intensity of color, the con- 
centrations of the solutions are said to be equal. When equal color 
intensity is obtained from different heights of two solutions, the 
assumption is often made, in accordance with Beer’s law, that the 
concentrations are inversely proportional to the heights. While many 
colors follow Beer’s law sufficiently closely, recent colorimetric work © 
makes no assumption at all; but, as shown in Chapter IV, the amount 
of color for each concentration is obtained by standardization with 
each color under the conditions found in any particular determination. 

As a matter of convenience, and also to insure greater precision and 
speed, special forms of apparatus have been developed for use in 

one 
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colorimetry. Many of the more commonly used instruments are 
described in detail in Chapter II. The methods employed in match- 
ing colors may be grouped under four heads: 


1. Standard series method. 
2. Dilution method. 

3. Duplication method. 

. Balancing method. 


aS 


Standard Series Method.—In this method the sample solution 
contained in a glass tube (or cell) is diluted to a definite volume, 
mixed, and its color compared with a series of standards similarly 
prepared. 

In some cases it is possible, and may be more convenient, to prepare 
a series of permanent standards by means of solutions and mixtures 
of solutions of certain colored inorganic salts, such as, for example, 
cobalt chloride, ferric chloride and copper sulfate.? If such a series 
is employed, each solution must, of course, be standardized against a 
_ known amount of the original substance and under identical conditions 
as maintained in the analysis of asample of the substance. Care must 
be taken that the tint or shade of color is the same in the permanent 
standard as in a solution of the substance to be determined. 

Sometimes it is a great convenience to use a series of colored 
glasses as standards. For example, cobalt glass has. been found to 
match the blue color of certain vat dyes reduced by alkaline sodium 
hyposulfite.? The use of these permanent standards proved a great 
help in reaction velocity studies on these dyes where it was necessary 
to make rapid determinations every few minutes and, also, on account 
of the fact that the reduced dyes are readily oxidized by air, and 
therefore a freshly prepared standard would be required for each 
determination. The plates of glass were standardized against known 
weights of dye reduced under standard conditions and were always 
- placed in the colorimeter in a definite position to guard against introduc- 
ing an error due to any irregularity in the glass. In using colored 
_ glasses as permanent standards, great care must be taken that the 
tint of color exactly matches that of the test solution. For a more 

2H, V. Arny and C. H. Ring, J. Franklin Inst., 180, 199 (1915); J. Ind. Eng. Chem., 
8, 309 (1916). 
J. H, Yoe and G. Edgar, J. Phys. Chem., 27, 65 (1923); J. H. Yoe, zbid., 28, 1211 
(1924), ae 
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detailed discussion of permanent standards consult the references on 
standards given in the Bibliography (Part V). 


With a series of standards, the amount of substance in the sample 


is obtained directly, since it is equivalent to the amount contained 
(or represented) in the standard which it matches in color intensity. 

Dilution Method.—If the sample and standard solutions, when 
placed in glass tubes (or cells) of the same diameter and observed 
horizontally through the tubes, have the same intensity of color, 
obviously their concentrations are identical. Usually the solutions 
do not match in color intensity, and the darker one is then diluted 
until a match is obtained when the two are viewed horizontally through 
the tubes, i.e., through the same thickness of liquid. This process of 
comparison is called the dilution method. When sample and standard 
solutions match, their concentrations are the same and, hence, the 
weights of the substance in the two solutions are directly proportional 
to the respective volumes. 

Duplication Method.—This method is carried out as follows: The 
sample is placed in a glass tube (or cell), diluted to a definite volume, 
and mixed. Water is put in a similar vessel and the same reagent (or 
reagents) added as used to produce the color with the sample. The 
volume in this “blank” should be a little smaller than that of the 
sample solution. Next, a relatively concentrated standard solution 
of the substance being determined is run into the ‘“‘blank” from a 
burette until its color matches that of the sample solution, the final 
observation being made after the ‘‘duplicate”’ has been brought up 
to the same volume as the sample, by the addition of distilled water, 
and thoroughly mixed. The amount of standard solution required 
to make the “duplicate” is a measure of the amount of substance in 
the sample solution. 

Balancing Method.—This method consists in placing the sample 
solution (or an aliquot portion) in a flat-bottom graduated tube and 
then running into another similar tube a standard color solution until 
the color intensities of the two are the same when viewed vertically 
through the length of the columns of liquids. When-thus “balanced,” 


the concentrations of the two solutions are inversely proportional to 
their heights (not volumes) in the tubes. Schreiner* points out that’ 


“curiously enough, the graduation into cubic centimeters has been 


carried over to the cylinders used in many of these instruments 


4J. Am. Chem, Soc., 27, 1198 (1905). 
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(balancing or plunger type colorimeters) when it is perfectly obvious 
that it is the height of the standard liquid which determines the 
strength of the unknown solution.”’ Of course, if both the sample 
and standard tubes have the same diameter and the bore is uniform 
throughout in each tube, then the two concentrations are also inversely 
proportional to their volumes when the colors are matched by the 
balancing method. Such uniformity in color tubes is hard to obtain, 
and is unnecessary when the balancing method is employed, unless the 
highest degree of precision is required. Moreover, the use of the 
cubic centimeter scale in graduating the balancing or plunger type 
colorimetric apparatus is wrong in principle and therefore should not 
be employed. A rational graduation into scale divisions (say, centi- 
meters) independent of capacity or uniformity of bore of the tube 
should be used. 

Instead of placing the sample solution in the tube and changing 
the height of the standard column until the color intensity is the same 
as that in the unknown, a measured height of standard solution may 
be placed in one tube and the sample solution run into the other until 
a color match is obtained. 

The balancing method is by far the speediest of the four procedures 
above mentioned. It is also, in general, the most accurate, provided 
the proper conditions are observed. 

The change in the height of a solution has been accomplished in a 
variety of ways, e.g., (1) by dropping from a burette into one of the 
comparison tubes, (2) by providing one or both of the tubes with a 
stopcock near the bottom, (3) by connecting, by means of a side tube 
at the bottom, with a reservoir which permits moving the solution up 
and down at will, and (4) by changing the height by means of an 
immersion prism or tube. These types of instruments are described 
in detail in the chapter on Colorimetric Apparatus (Chapter IT). 

Requirements of the Colorimetric Method.°—In order to make 
possible the employment of a colorimetric method, certain conditions 
must be fulfilled, chief among which are the following: 

1. The color produced by the reagent must be characteristic of 
the test substance, or, in case certain other substances produce the 
same color as does the test substance, these must be known te be 
absent. . 

2. The color produced by the reagent and test substance must be 
5 J. H. Yoe, J. Lab. Clin. Med., J. Lab. Clin. Med. 18, 139 (1927). 
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the only color present in the solution. In some cases the presence of 
a very small amount of a foreign colored substance in the sample solu- 
tion may be compensated by using a standard with the same concentra- 
tion of the foreign substance. For example, a titanium solution con- 
taining a small amount of ferric salts may be accurately matched 
against a standard titanium solution to which has been added ferric 
ions sufficient to equal the concentration of the latter in the test 
solution. 

3. The sample solution must be colorless, or, if colored, this color 
must be removed by the reagent or by some other step in the procedure. 

4. The sample solution must not contain any foreign substance 
which will give a color or precipitate with the reagent. 

5. The color produced by the reagent must be reasonaply perma- 
nent, i.e., it must not fade so rapidly that an accurate color comparison 
is impossible. Under certain well-defined conditions it is sometimes 
possible to employ a fairly unstable color and still obtain a satisfactory 
quantitative measurement. Such cases will be treated in the text in 
their respective procedures. 

6. Neither the zntensity nor the tint of ie color produced 2 the 
reagent and test substance must be affected by the presence of zeasen- 
ably relatively high concentrations of electrolytes likely to be present. 
In certain cases it is necessary to adjust very carefully the hydrogen- 
ion concentration before an accurate color comparison can be made. 

To the above may be added certain other conditions which are 
desirable in a colorimetric method but which are not always required: 

1. The intensity of the color should be dizectly proportional to the 
concentration of the test substance. 

2. The color should be one easy to distinguish and to match; for 
example, blue, red, green, etc. In this connection it must be remem- 
bered that an operator may have a dull or imperfect susceptibility to. 
one color and still be able to match other colors with great precision. 
It is therefore important that he test himself thoroughly for each color 
by matching a standard against itself in several degrees of intensity. 
If concordant results are not obtained with a certain color, it is aie 
for him to go further with this color. 

3. The method should be rapid, accurate, aad sensitive. Fre- 
quently one, or maybe two, of these qualities are sacrificed in order to 
attain the more desired third quality. In cen colitime | 
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determine quantitatively one part of the test substance in several 
hundred thousand parts of water. Some are so sensitive that one 
part of test substance may be detected in a hundred million parts of 
water. 

Accuracy of Colorimetric Methods.—No general statement can be 
made as to the accuracy of colorimetric methods. Some colorimetric 
determinations have been brought to such a high degree of perfection 
that they far surpass gravimetric or volumetric determinations in 
accuracy. On the other hand, many colorimetric methods are only 
rough approximations. These approximate methods, however, serve 
a purpose, for in such cases we frequently have no other means of 
determining the substances; or, as often happens, a very rapid 
method may be necessary, and a colorimetric procedure, although its 
results are only approximate, may meet this requirement. It is 
between the above two extremes of accuracy that most of the colori- 
metric methods lie. Attention has often been called to the extreme 
degree of accuracy attainable in colorimetric methods when properly 
carried out.... “There is little doubt that their accuracy is 
more frequently underestimated than overestimated. This is due to 
a number of causes, chief among which are the inability on the part 
of many persons to judge colors accurately, contamination while 
making the tests, the use of impure reagents, and the employment of 
faulty apparatus. Practice will do a great deal to enable one to make 
good comparisons, but it can never make up for a dulled or imperfect 
susceptibility to color.”® Great attention should be given to this 
point in using colorimetric methods. See page 83. 

Speed of Colorimetric Methods.—As in the case of accuracy, 
colorimetric methods vary widely from the standpoint of speed. 
Some are extremely rapid, requiring only a few minutes, while others 
are very slow and tedious, especially if the highest degree of accuracy 
is desired. Often accuracy is: sacrificed for speed. ‘‘In devising 

colorimetric methods there have been two main objects throughout, 
namely, speed and the ability to estimate small amounts, both of which 
are common to many of the methods, but not necessarily so. A 
colorimetric method may have speed and yet not be capable of estimat- 
ing very small amounts. Speed is, through necessity perhaps, of the 

greatest importance to the works chemist and to the busy analyst. 

The ability to estimate very small amounts of material, however, 

_ 60, Schreiner, J. Am, Chem, Soc., 27, 1196 (1905), 
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is of the greatest importance to the modern investigator in the fields of 

pure and applied sciences, and to him speed is of only secondary 

importance if indeed he values it at all. Some of the more recently 

devised colorimetric methods are for this very reason fully as labor- 

ious and perhaps even more tedious than the gravimetric methods, 
and their one virtue lies in the fact that they can be used in determining 
amounts so small that gravimetric methods fail, and, hence, they 
present a means of attacking problems which hitherto had been impos- 
sible of investigation. . 

“The choice whether a gravimetric [or a volumetric] or a colori- 
metric method should be used in a given case lies therefore almost 
wholly within that class of colorimetric methods which have been 
devised for speed, and the question in this case is usually only one of 
comparative accuracy as balanced by the gain in time. This gain 
in time may, however, be of the utmost importance, not only in a 
works laboratory, but also in a scientific investigation where it is 
necessary to know the amount of a substance present at any given 
time in the course of an experiment.”’” 

In spite of certain limitations “‘the colorimeter is coming into use 
more and more every day because of its answer to the demand in 
nearly every laboratory for speed. Colorimetric methods, used 
because of their speed, give results in five minutes to one hour from 
the time the test is begun which is in all cases less than half the time 
similar tests could be made by other methods [except perhaps poten- 
tiometric methods]. A leading brass manufactory of the country 
[United States] obtains an analysis of its brass from the laboratory 
within forty-five minutes after the delivery of the sample. Of the 
five constituents determined, four are determined by colorimetric 
methods.’’® 

Limits of Application of Colorimetric Methods.—In general, a 
colorimetric method cannot be used when more than one or two per 
cent of the substance being determined is present without resorting 
to aliquot parts and using a portion of the solution of the sample 
instead of the whole. In the latter case it is, of course, necessary to 
measure the aliquot part as accurately as the sample was measured, 
otherwise the final result will be in error. 

_ As for the lower limit of application, it may again be eo out 


70, Schreiner, J. Am. Chem. Soc., 27, 1194 (1905). ; 
8F, D. Snell, Colorimetric Anaivens p. 3, D, Van Nostrand Co., New. “York, 1921, 
Po 
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that many colorimetric reactions are sensitive enough to detect one 
part of test substance in several million parts of water and some will 
detect one part in a hundred million parts of water. Hence, by using 
a large weight of the sample material, or a large volume in the case of 
solutions and then concentrating by evaporation, extremely small 
amounts may be determined. Of course, the size of sample that can 
be handled reaches a practical limit. For example, a long time is 
required for concentrating large volumes of liquids and great care 
must be taken to prevent contamination from dust particles, vessels, 
etc. Furthermore, various salts may crystallize out during evapora- 
tion and occlude some of the substance being sought, or a certain 
constituent which has no effect in the dilute sample may interfere 
when its concentration is increased. 

In spite of the many requirements imposed upon colorimetric 
methods, it may be said that, in general, they are applicable to con- 
centrations of one or two per cent down to one part in a hundred 
million, but these limits may be extended under proper conditions as 
pointed out above. 


CHAPTER II 
COLORIMETRIC APPARATUS 


COLORIMETRIC apparatus may be divided into two types according 
to the method of comparison: 


1. Apparatus used in the (a) standard series, (6) dilution, and 
(c) duplication methods. 
2. Apparatus used in the balancing method. 


Apparatus of the first type is generally very simple, consisting of 
bottles, Nessler tubes, Eggertz tubes, Julian tubes, the color camera, 
etc. The balancing method requires more elaborately constructed 
apparatus but the use of it is the simplest. . These instruments range 
from the simple Hehner cylinders to the elaborate plunger type and 
wedge type colorimeters, having special optical arrangements which 
enable high precision in matching colors. 

The plunger type colorimeter with the two halves of the field of 
view illuminated by the light passing through the unknown and 
standard solutions, respectively, was first announced by Jules Duboscq, 
of Paris, in 1854, and improved modifications of this instrument have 
been made in recent years by various manufacturers, particularly in 
the United States. 

Special forms of colorimeters, some of which are less elaborate 
and less expensive than the Duboscq type, have been developed. 
Among these may be mentioned the Schreiner Colorimeter for soil 
work; the Kennicott-Campbell-Hurley and the Nessler Tube Colorim- 
eters for water analysis, rock analysis, steel analysis, analysis of 
alloys, etc.; the Saybolt Chromometer for oil testing; the Stammer 
Colorimeter used in sugar analysis for grading syrups, and estimating 
the decolorizing power of bone black and other clarifying agents, and 
for many other purposes for which the degree of color, and not deter- 
mination of color-producing substance, is desired; and the Lovibond — 
Tintometer for standardizing merchantable petroleums and other | 
purposes, ca 
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The Duboscq, Bausch & Lomb-Duboscq, Leitz~Duboscq, Spencer- 
Duboscq, Kober, Bock-Benedict, Schmidt & Haensch, and Kleinmann 
colorimeters are designed particularly for biochemical and clinical 
work, such as the determination of creatinine, total nitrogen, and urea 
in urine, etc. and the determination of non-protein nitrogen, urea and 
ammonia in blood. These are instruments of high precision and are 
useful for work requiring the highest degree of accuracy, especially 
when only a small amount of sample is available. 

Colorimeters of the wedge type are illustrated by White’s Colorim- 
eter, which is suitable for the analysis of ores and alloys containing 
fairly large amounts of the test substances, and by Myers’ Bi-Colorim- 
eter (three-wedge type) which has been constructed primarily for 
the determination of hydrogen-ion concentration. 

For an absolute analysis of color the Nutting Colorimeter may be 
used. This instrument measures color in terms of wave-length of 
dominant hue or its complement and the percentage of white (mono- 
chromatic analysis). It is used in the analysis and specification of 
colors of liquids, powders, papers, textile fabrics, color screens, light 
source, etc.; for photometry (including spectrophotometry); and 
for determining visual sensibility, hue sensitivity, and purity sensi- 
bility. This instrument makes it possible to measure and record 
numerically a color so that at any future time, and with a different 
instrument if desired, it can be accurately reproduced from the record. 
The determination of color blindness and lesser abnormalities of color 
sensibility also come within its scope. 

The Nutting Colorimeter is essentially a spectroscope with two 
additional arms, one to admit standard white light, the other, the light 
to be analyzed. For a description of this instrument and directions 
for using it, see U. S. Bureau of Standards, Bulletin 9, 1-5 (1913) and 
Physical Review [2], 4, 454-455.' The original instrument has been 
modified considerably, the latest form being the Hilger New Model 
approved by Dr. Nutting. 

It may be mentioned, finally, that aside from a few brief state- 
ments, analyses involving the use of a Tintometer (Lovibond, Wesson, 
etc.) or the Nutting Colorimeter (and similar instruments) will not 
be included in this treatise. 

In the following pages of this chapter an attempt is made to describe 
accurately colorimetric apparatus, including a number of the com- 
monly’ used colorimeters. For a description of apparatus for the 
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colorimetric determination of hydrogen-ion,see Chapter XIX. Colorim- 
eters designed especially for the determination of hemoglobin are 
described in Chapter XLVII. 


COLORIMETRIC APPARATUS 


1. Bottles.—For rapid work and in cases where the highest degree 
of accuracy is not necessary a series of bottles containing standard 
color solutions may be used to advantage. Such bottles should be 
carefully selected. They should be made of clear glass, uniform in 
thickness, and without flaws. All bottles should be uniform in size 
and shape. Bottles having flat and parallel sides are preferable. 

When the series of standards is ready, the bottles may conveniently 
be arranged in a row, spaced at a distance equal to their diameter. 
The sample is treated in a similar bottle, diluted to the same volume as 
the standards, and then inserted in the gaps along the series of bottles 
until its color matches one of the standards. Frequently a sheet of 
white paper or a piece of white frosted glass held back of the bottles 
will aid the observer in matching the color. A uniform source of light 
is essential. Usually the light from the north sky (ich in blue) is” 
best, or the light may be obtained from a lamp designed especially for 
colorimetric work. See page 50. -A “blue sky” is 23.8 per cent red, 
27.2 per cent green, and 49.0 per cent blue. 

2. Nessler Tubes.—Figure 1. These tubes must be made of 
clear glass, must be uniform in bore, and have polished, flat bottoms. 

Two sizes are in common use: tubes 50 cc. and 100 

cc. capacity. The dimensions and capacities estab- 

lished by the American Public Health Association 

1} } are as follows: The 50 cc. mark on 50 cc. tubes 

should be about 210 mm. high and the 100 cc. mark 

st! on 100 cc, tubes should be about 325 mm. high. In 

a set of tubes the marks must be the same height 

or not differ more than 6 mm. 100 cc. tubes may 
also be marked at 50 cc, —- 

The A. P. H. A. tube is the tall form Nessler 
tube. In the low form Nessler tube the 50 cc. 
mark of the 50 cc. tube is about 120 mm. high and 

ot the 100 cc. mark of the 100 cc. tube is about 150. 
Nessler Tubes 

mm. high, 
In color matching the Nessler tubes may be placed § in a wooden 
‘ 2%, “— 
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box (Fig. 2) so arranged that the light is reflected from the bottom 
up through the tubes, the latter resting on a rack having a false 


Fic. 2.—Nessler Tube Box 


bottom. The box should be painted inside a dull black. Or, the 
tubes may be arranged in a specially constructed rack (Fig. 3). This 
rack is made of wood finished in 
dull black and has an opal glass 
reflector at the bottom set at an 
angle. The tubes rest on a metallic 
ledge under the lower deck so that 
their bottoms do not come in contact 
with the opal glass reflector. This 
arrangement prevents introducing Fic. 3.—Nessler Tube Rack 
errors due to shadows. 

$8. Eggertz Tubes.—Figure 4. Eggertz tubes are especially 
adapted to the colorimetric method for the determination of carbon 
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and manganese in steel. They are long tubes of small bore and are 
graduated to tenths of a cubic centimeter. The graduation marks 
and figures should be small and must be as accurately made as those 
' of a burette. The cubic centimeter marks may be 
4mm. long, but the subdivisions and figures should 
not be over 2mm. long. In a set of two or three 
tubes, all graduations should coincide with each other, 
thus proving the inside diameter is uniform throughout 
the set. Only carefully selected tubing made of color- 
less glass should be used. The tubing should be free of 
scratches, fine black lines (due to ‘‘air bubbles” in the 
glass when being drawn into tubing), or other flaws. 

These tubes may be used in a color camera (see page 
15) or simply held at an angle of about 45° to a 
sheet of white paper with their lower ends touching 

_ Ftc.4. it. The color matching is made in diffused sunlight 
Eggertz Tubes 5 
or with a frosted electric lamp of filament type. See 
“Determination of Carbon in Steel,” page 150. 

4, Julian Tubes.—Figure 5. These tubes are similar to Eggertz 
tubes, except that they are bent at an obtuse angle at the top end and 
are not graduated over the lower portion. The bent upper end per- 
mits mixing of the contents of the tube without the 
use of a stopper or a mixing plunger. The tubes are 
graduated to tenths of a cubic centimeter. The same 
care as to uniformity of diameter, transparency, absence 
of flaws, etc., must be taken as in selecting tubing for 
Eggertz tubes. For detailed specifications recommended 
by Johnson! for tubes to be used in the estimation of 
carbon in steel see page 150. 

In comparing colors, Julian tubes may be usa in 
a color camera or held against a sheet of white paper 
as directed above. _~ 

5. Hehner Cylinders.—Figure 6. Hehner cylinders _ 
are used in pairs and are the simplest form of ap- He. S. 

- : in Julian Tubes 
paratus employed in matching colors by the balancing ; 
method. Each cylinder has a glass stopcock about 2.5 3s from 


ON en 


1 Chemical Analysis of Special Steels, Steel-Making Alloys, Their Ores and | ; 
p. 307. John Wiley & Sons, New York, 1920. 
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the two cylinders is the same in intensity when viewed vertically. 
The cylinders should have flat, carefully ground and_ polished 
bottoms of clear glass, and should be uni- 
form in bore. They are graduated at 1 cc. 
intervals and should have a capacity of 
100 cc. 

Whitson? modifies the Hehner cylinder 
into a simple type of colorimeter. To the 
side delivery tube near the bottom he con- 
nects a sliding reservoir by means of a piece 
of rubber tubing of convenient length. This 
permits quickly changing the length of the 
standard colorimetric solution. The sample 
solution is placed in a cylinder of the same dimensions as the one 
containing the standard, but it need not have a side delivery tube. 
Both tubes are mounted in a suitably constructed camera. The use 
of a camera is not necessary unless the highest 
degree of accuracy is required. 

6. Color Camera.—Figure 7. The colori- 
metric color camera is essentially a long, narrow 
box, painted dull black inside, and carrying 
holders for two glass tubes near one end and 
having the other end shaped to fit the face of 
the observer so that no side light may enter. 
The end near the tubes is covered with a piece 
of ground glass so as to give a uniformly diffused 
light. A light blue glass is sometimes prefer- 
Fic. 7.—Color Camera able to a white glass. 
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7. Steiger Colorimeter.—Figure 8. The construction and use of 
the Steiger Colorimeter is described by Steiger? as follows: 
Instruments using the principle upon which this one is based—the 
ratio of the thickness of the liquid through, and not the actual dilution 
to equal concentrations—are not applicable to all colorimetric deter- 
* Bull. 85, Wisc. Agr. Expt. Station; see also, Schreiner and Ferris, J. Am. Chem. 
Soc., 26, 961 (1904). 


*J. Am. Chem. Soc., 30, 215 (1908); also Bulletin 700, U. S. Geological Survey, p. 
37 (1919). 
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minations. It will be found, in comparing such a solution as is used 
in the colorimetric determination of manganese and some other sub- 
stances, that there is a change not only of the intensity of the color, 
but also of the color itself, making it impossible to find a point at which 
two solutions of different concentrations will have the same depth of 
tint. In some other cases, as for instance, the yellow color of the 
higher titanium salts, this principle gives perfect satisfaction. 

The instrument to be described consists of two wooden boxes, the 
interior portions of which are finished in dead black, In Fig. 8 (a), 


Fic. 8.—Steiger Colorimeter 


AA is a piece of finely ground glass, and this should be illuminated 
with the full light of the sky. B is a mirror mounted to swing so that 
light may be thrown perpendicularly through the holeC, 

The second portion of the apparatus consists of a box, as shown 
in Fig. 8 (6), made with two parallel grooves in the bottom, in which 
the two glass cells CC can be moved back and forth, and the hole £, 
which admits light reflected by the mirror B of Fig. 8 (a). These 
cells are about 15 cm. long, 2.5 cm. wide, and 5 cm. deep. On the 
bottom of each cell and near the outside edge is engraved a scale, a : 
convenient unit for which is the millimeter. FF are glass tubes with — 
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mirrors, GG, attached to the lower ends at an angle of 45°. These 
tubes may be lifted up when it is desired to remove the cells; they 
may also be removed entirely from the clips RR for cleaning purposes, 
but they should be pushed down when in use so that the lower edges 
of the mirrors touch the bottoms of the cells. When ready for use 
this box is placed in the space marked DD, Fig. 8 (a). Care should be 
taken to place the mirrors at an exact angle of 45°, 

Under these conditions, in each cell, all light coming through the 
bottom of the cell and reflected through the end K will go through the 
same thickness of liquid, and if the mirror were a reflecting surface 
coming in direct contact with the liquid this distance would be repre- 
sented by the line OP, Fig. 8 (c). There is a small error here, due to 
the converging of the ravs to the eye; this is so slight, however, as 
not to cause any perceptiole uneven illumination. 

The mirrors being made of ordinary looking glass, the reflecting 
surface will be the upper side GHG, Fig. 8 (c), and the light must go 
through the glass of the mirror before striking the reflecting surface, 
‘and the same on leaving. The distance which the light travels through 
the glass of the mirror will be represented by twice the length of the 
hypotenuse of an isosceles right-angle triangle, the equal sides of 
which are each equal to the thickness of the glass, and must be deducted 
from the length OP. 

A ray of light entering the glass at the point marked NV will travel 
to f and then be reflected to ¢.. From ¢ to w it will go through the 
colorimetric solution, and this distance is therefore the length to be 
measured. A point, H, is marked on the mirror near the outer edge, 
so that it may be seen in the same line of vision as the scale on the 
bottom of the cell, and perpendicularly above ¢. In looking through 
the end K, this mark will be recorded at the point ¢’ directly below it 
on the scale, and ¢’P being the same as /w, the distance desired can be 
read off. The position of the point H is determined by measuring off, 
on the back of the mirror, a distance from the lower edge equivalent — 
to three times the thickness of the glass. It may be convenient, if 
thin looking glass has been used, to have this point farther up on the 
mirror (H’), in order that it may be seen more plainly, but if so moved 
an addition must be made to the observed reading equivalent to one 
of the sides adjacent to the right angle of an isosceles right-angle 
triangle, the hypotenuse of which is equal to the distance this point 
has been removed from H. It is convenient in making the graduation 
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on the cell to allow for this correction. The reading can then be 
made directly. : 

Glass cells to answer the purpose may be had of any of the large 
supply houses, but not graduated; the graduation must be done in the 
laboratory. The supports #F can be made of rather heavy walled 
glass tubing, about 1 cm. outside diameter. 

The mirrors are made of a good grade of looking glass, the lower 
and top edges blackened, and cemented to the ground ends of the 
glass tubes with Canada balsam, after which the backs are coated 
with paraffin. Paraffin answers well as a coating for a large number 
of colorimetric solutions. In case a liquid is to be used which attacks 
paraffin, a substitute must be employed which is unaffected by the 
liquid in question It will be found necessary to replace the mirrors 
from time to time, as it is not possible so to protect the silvered surfaces 
as to prevent the gradual eating in from the edges by the various 
solutions used. 

The comparison is made by pouring a solution of known strength 
into one of the cells. The unknown solution made up to a definite 
volume is put into the other. The left-hand cell is then placed at a 
convenient point, which should be determined by the depth of color 
of the solutions it contains. The right-hand cell is then moved back 
and forth till, on looking in the end M of the apparatus, Fig. 8 (a), 
the two mirrors appear to be of the same shade. 

The strengths of the two colorimetric solutions being inversely 
proportional to the thickness of the liquids looked through, by sub- 
stituting in the following equation the amount of the material to be 
determined may be found. 

Let R equal the reading of the cell containing the known solution 
with a concentration C, and r the reading of the cell containing the 
unknown solution, which has a concentration c, then 


ARG 
f 
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8. Schreiner Colorimeter.—Figure 9. The Schreiner Colorimeter* 
is essentially a pair of graduated glass tubes, one for the standard — 
solution and the other for the sample solution, the heights of 
the columns of liquid in each being changed by means of two smaller — 
immersion glass tubes. For convenience in making an accurate 

4J. Am. Chem. Soc., 27, 1192 (1905); also Bulletin 31, U. S. Dept. of Agri., Bur. Soils. 
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color matching, a reflector is placed at the bottom to reflect the light 
up through the tubes, and a mirror placed at the top to receive the 
color image. The mirror is fastened into one end of a wooden box 
and is viewed by the observer at the opposite end. All the parts of 
the apparatus that come in con- 
tact with solutions are made of 
glass. 

The immersion tubes A (Fig. 
9) are 26 cm. long and about 2 
cm. in diameter. The top ends 
of the tubes are mounted in 
wooden blocks which fit into 
grooves on the body of the 
colorimeter. This arrangement 
permits easy removal of the 
tubes for cleaning. Tubes B are 
also 26 cm. long but have a 
diameter of about 3 cm. These 
tubes are graduated into divi- 506.6. 
sions 2 mm. apart and on the. 
reverse side have marks at 50 cc. 
and 100 cc. for convenience in G4) X= 
making solutions up to a definite i 
volume. The B tubes are sup- 
ported by a block of wood about 
midway of the camera and are 
held in position by brass springs 
or clamps, C. The tension of 
the clamps is adjusted so that the 
tubes may be moved freely up 
and down by hand and yet be 
firmly held in position when the 
setting is made. The bottoms of 
both the A tubes and the B tubes must be flat and the glass well 
ground and polished. The openings to the A tubes may be covered 
with a microscope slide to keep out dust. The reflector D carries a 
sheet of white cardboard or opal glass. From D the light passes up 
through the tubes, strikes the mirror EZ, and is reflected to the 
eye of the observer at F, The mirror should be of colorless 
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Fic. 9.—Schreiner Colorimeter 
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glass and without flaws. The approximate dimensions of the camera 
are 70X32 X16 cm. 

In carrying out a comparison the sample solution is diluted to a 
definite volume and poured into one of the tubes. The latter is then 
put in place in the camera and adjusted to a suitable height, say at the 
50 scale division. The standard solution is poured into the other 
tube, the latter put in position in the camera and moved up and down 
until its image in the mirror is the same in intensity of color as that 
of the sample solution. The two solutions are then said to be balanced. 
The setting of the standard is read off the graduated tube by noting 
the scale division that coincides with the ground bottom of the immer- 
sion tube. This reading gives the height of the column of the standard 
solution which has the same intensity of color as the column of sample 
solution. It follows that the strengths of the two solutions are 
inversely proportional to the heights of the columns, i.e., to the scale 
readings. If we denote the reading of the standard solution by R, 
its strength by S, and denote the reading of the sample solution by r 
and its unknown strength by s, then 


R 
5 
ry 


This formula, of course, also applies if the standard solution is 
fixed at a convenient reading and the sample solution moved up and 
down until the two color images have the same intensity. 

It is sometimes more convenient (especially if the standard solu- 
tion deteriorates fairly rapidly) to use standardized glass slides in 
place of a standard solution. The standardized colored glass slide is 
inserted at G below one of the immersion tubes in place of the standard 
solution tube. The immersion tube is retained so that the two images — 
will be similar when viewed through the observation box at F. The 
constant C for the glass slide is obtained from the formula, _ 


CaaS) 


where R& is the scale reading for the standard of strength S. 

Simple colors can sometimes be used but usually a combination 
of colors is necessary to give the required tint of color. A series of 
slides of different intensities, but bearing a simple relation to each other, 
should be available. Such a series makes it possible to measure both 
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weak and strong solutions. The strength s of the sample solution, 
when measured against a standard slide, is obtained by the formula 


where C is the constant above mentioned and r is the scale reading 
of the sample solution. 

Note.—tThe specifications of the U. S. Bureau of Soils for the 
glass parts of the Schreiner colorimeter are as follows: ‘The measuring 
colorimeter tubes are to be 26 cm. long, with inside diameter as nearly 
as practicable 27 mm.; in no case less than 25 mm., and not greater 
than 29mm. . The glass is to be colorless and the bottoms well ground 
and polished, with the internal surfaces of the bottoms plane, in no 
case appreciably convex or concave; the bottoms to be ground down 
sufficiently so as to make the ground surfaces a little larger than the 
internal diameters of the tubes, each of the tubes to be provided with 
an etched scale of 100 two-millimeter divisions. The scale is to begin 
at the level of the inner surface at the bottom, the length of the marks 
being 6 mm., and every fifth mark 12 mm., numbering every tenth 
mark, on the right side, 10, 20, 30, etc., beginning at the bottom. On 
the reverse side of each measuring tube there are to be etched two 
capacity marks, one for 50 cc., and the other for 100 cc. The smaller 
tubes are likewise 26 cm. long, with outside diameter not greater than 
20 mm., and not less than 18 mm., with the thickness of the glass the 
same in all the tubes. The bottoms of these tubes are to be carefully 
ground and polished and the inside of the bottom never sensibly con- 
vex or concave. They must be of colorless glass with the bottoms so 
ground that the diameter of the ground portion exceeds the internal 
diameter of the tube. These tubes are to be provided with neither . 
scale nor capacity marks.” > 

9. Kennicott-Campbell-Hurley Colorimeter.—Figures 10 and 11. 


Like the Schreiner Colorimeter, the Kennicott-Campbell-Hurley ® is 

a colorimeter for general use, is simple in construction and operation, 

and gives accurate reddings. Essentially this colorimeter consists of 

two glass comparison tubes, one of which is attached by means of a 

glass ‘tube to a glass cylindrical reservoir carrying a glass plunger. 
5 Schreiner, Joc. cit. 


§ Kennicott and Sargent, Chem. Engineer, 5, 213 (1906-07); Campbell and Hurley, 
J. Am. Chem. Soc., 38, 1112 (1911); cf. Smeaton, ibid., 28, 1433 (1906). 
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By lowering or raising the plunger the level of the liquid in the tube is 
adjusted until its color is the same in intensity as that of the liquid 
in the other tube. The colors are matched by observing their images 
in two mirrors arranged so that the observer sees a single circular field 
divided vertically, one-half the field coming from one tube and the 
other half from the other tube. (See Fig. 10.) When the intensities 
of the two halves are the same, 
the dividing line is almost im- 
perceptible. 

Figure 11 shows diagram- 
matically the essential features 
of construction of the Kennicott- 
Sargent colorimeter as modified 
by Campbell and Hurley. The 
following is their description of 
the apparatus:7 

The unknown solution is 
placed in the left-hand tube A 
which is 19 cm. long, 3 cm. in 
diameter, and graduated for 15 
cm. The standard solution is 
placed in the right-hand tube B 
which is the same size as A, the 
graduated portion being divided 
into 100 divisions of 1.5 mm. 
each. The tube B is perma- 
nently connected by a glass tube with the reservoir C in which the 
glass plunger D works, so that the level of the liquid in B can 
be readily controlled by raising or lowering the plunger. As the 
tube B and reservoir C are made in one piece, the liquid used 
for the standard solution comes in contact with glass only, thus pre- 
venting any possibility of chemical change due to contact with the 
container. ‘The plunger is provided with a rubber collar, E, so placed 
as to prevent the plunger from accidentally striking and breaking the 
bottom of the reservoir. The tubes A and B, with the connecting 
reservoir, rest on wooden supports, the one under A and B being pro- 
vided with holes for the passage of the light, and are held in position by 
spring clips, FF. This arrangement allows the glass parts to be 


7 Loc. cit. *) 


Fic. 10.—Kennicott-Campbell-Hurley 
Colorimeter 
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readily removed for cleaning and filling. The light for illuminating 
the solution is reflected upward through the tubes A and B by means 
of the adjustable mirror G. The best results are obtained by facing 
the colorimeter toward a north window in order to get reflected sky- 


n 
fee a tale > 


Fic. 11.—Kennicott-Campbell-Hurley Colorimeter 


light through the tubes, care being taken to avoid light reflected from 
adjacent objects. The black wooden back of the colorimeter serves | 
the double purpose of a support for the parts of the instrument and of a 
screen, as it is interposed between the color tubes and the source of 
oht. 

The light passing upward through the tubes A and B impinges on 
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the two mirrors, H and J, cemented to brass plates sliding in grooves 
cut at an angle of 45° in the sides of the wooden box, J. This box is 
supplied with a loose-fitting cover, thus allowing easy access for the 
purpose of removing and cleaning the mirrors. The mirror, H, is 
cut vertically and cemented in such a position as to reflect one-half 
of the circular field of light coming through the tube A. The light 
passing upward through B is reflected horizontally by the mirror J, 
through a hole in the brass plate supporting the mirror H. One-half 
of the circular field of light from the tube B is cut off by the mirror H, 
the vertical edge of which acts as a dividing line between the two halves 
of the circular field. The image of one-half of the tube B is then 
observed in juxtaposition to the opposite half of the image of the tube A. 

The juxtaposed images are observed through a tube, A, 2.5 cm. in 
diameter and 16 cm. long, lined with black felt and provided with an 
eyepiece having a hole 1.5 mm. in diameter. At the point M in 
the tube K is placed a diaphragm having an aperture 8 mm. in 
diameter. All parts inside the box J except the mirrors are painted 
black so that no light except that coming through the tubes A and B 
passes through the tube K. By having the apertures in the eyepiece 
and diaphragm properly proportioned only the image of the bottoms of 
the tubes A and B can be seen, thus preventing interference of light 
reflected from the vertical sides of the tubes A and B, 

A person looking through the eyepiece observes a single circular 
field divided vertically by an almost imperceptible line when the two 
solutions are of the same intensity. By manipulating the plunger D, 
the level of the liquid in B can be easily raised or lowered, thus causing 
the right half of the image to assume a darker or lighter shade at will. 
In matching colors with an ascending column in B, that is, gradually 
deepening the color of the right half of the field, the usual tendency is 
to stop a little below the true reading while in a comparison with a 
descending column the opposite is the case. In making a comparison, 
therefore, several readings with an ascending column and several with 
a descending column should be made and an average of all readings 
taken. 

10. Nessler Tube Colorimeter.8—Figures 12 and 13. This 
colorimeter is similar to the Kennicott-Campbell-Hurley Colorim- 
eter, a series of Nessler tubes and a rack replacing the stand carrying 
the two comparison cylinders and reservoir tube in the latter appara 

8 J. H. Yoe, Ind. Eng. Chem. 19, 1131 (1927). 
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tus. The light (north sky) is reflected by a small mirror placed on the 
rack at an angle, just below the “unknown” and comparison tubes. 
The mirror serves better than the white glass plate reflector of the 
Nessler rack when the sky is the source of light but not when a colorim- 
eter lamp is used. The light passes upward through the Nessler 
tubes, impinges on the two mirrors A and B (Fig. 13) which are fast- 
ened to the wooden box at an angle of 45°, and is reflected horizontally 
through the metal observation tube. One-half of the circular field of 
light from the right-hand tube is cut off by mirror A, the vertical edge 
of which serves as a dividing line between the two halves of the cir- 
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cular field. The image of one-half of the right-hand tube is then 
observed in juxtaposition to the opposite half of the image of the left- 
hand tube. The juxtaposed images are observed through a thin metal 
tube, 170 mm. long and 25 mm. in diameter, painted dull black inside 
and out and provided with an eyepiece having a hole 1.5 mm. in 
diameter. At the other end of the tube is a diaphragm having an 
aperture 8 mm. in diameter. By having the apertures in the eye- 
piece and diaphragm properly proportioned, only the image of the bot- 
toms of the Nessler tubes can be seen, thus preventing interference 
of light reflected from the vertical sides of the tubes. Upon looking 
through the eyepiece the observer sees a single circular field, divided 
by an almost imperceptible line when the two solutions have the same 
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The colorimeter is attached to the Nessler rack by means of a 
metal tube support which slides snugly down over a vertical rod 
securely fastened to the rack. By this arrangement the colorimeter 
may be quickly and easily raised and turned on its horizontal axis, 
thus permitting interchanging the Nessler tubes in the series of 
standard solutions until a match with the ‘‘unknown” is obtained. 
In practice, the approximate match is first obtained in the usual way 
by looking down vertically through the tubes in the rack and the final 
match made by swinging the colorimeter into place. 


a 19 m,m. Mirror A 


y~ “Observation Tube 


15 m. m. Hole -m. : 


Metal Support-> | <Metal Tubes 


Dull Black Finish, Inside and Outside eee 
Dimensions of: — ; 


Box Outside Inside 
Length___ 131 m.m.___116 m. m. 
Width___ 55 m.m.___ 39 m.m. 


Depth____49 m.m.___ 38 m.m. 


Observation Tube 
Length___ 170 m. m. 
Diam.___ 25.4 m. m. (Inside) 
Nessler Receiving Tubes 
Length___ 38 m. m. 
Diam, ___ 25.4 m. m. (Inside) 
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100 c.c. 


Nessler Tubes 


The colorimeter box is painted dull black inside and out. It is 
fitted with a removable cover, which permits easy access to the mirrors 
for the purpose of adjusting and cleaning. 

A screen (not shown in the figures) made of a piece of stiff card- 
board and painted dull black may be interposed between the Nessler 
tubes and the source of light. The use of a colorimeter lamp i is helpful 
and is recommended if the highest precision of matching is required. 

11. Bock-Benedict Colorimeter (Improved Model). —aeure A 14. 
The Bock-Benedict is a new form of colorimeter of simple const 
and moderate price. It was designed particularly for bioch 
The instrument is light and, at the same time, is well balan 

J. Biol, Chem., 85, 227 (1918), Fully describes the first model. 
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large spreading base makes accidental upsetting very difficult. It 
yields the same light field and the sharp color change of the Duboscq 
instrument and its readings are as rapidly and as accurately made. 


Field 
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Fic. 14.—Bock-Benedict Colorimeter 


In the Bock-Benedict colorimeter the expensive pair of parallelo- 
pipeds forming the main part of the optical system in the Duboscq 
colorimeters is replaced by two mirrors, HM and FM. One of these 
mirrors (HM) reflects the light from the unknown solution, and the 
other (FM) the light from the standard solution, into the observation 
tube A. The illuminating mirror R is made by plating finely ground 
glass. Such a mirror prevents direct reflection of objects being visible 
*4 the reflecting mirrors FM and HM. The illuminating mirror RK 
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throws the light into the reflecting mirrors FM and HM. Mirror HM 
is so arranged as to take up half (left) of the field of vision in the obser- 
vation tube A and is placed over the plunger P, giving a reflection of 
color in the unknown solution which is contained in the movable cup C. 
Mirror FM is arranged so as to take up the other half (right) of the 
field of vision in the observation tube A and is placed over the plunger 
Q, giving a reflection of color in the standard solution which is con- 
tained in the movable cup S. The top piece of the apparatus contain- 
ing mirrors FM and HM is covered by a removable housing, H, which 
protects the mirrors from corrosion. 

Before using the colorimeter, or a new cup, it is always advisable 
to check the instrument to insure accuracy. ‘This is carried out as 
follows: The cup is run up until its bottom and the bottom of the 
plunger meet. See if the vernier on the scaleg reads zero. If not, 
run the cup down again and loosen the set screw. Pull the plunger 
down a millimeter or two and then run the cup slowly up again, while 
closely observing the vernier and scale. As soon as the vernier has 
met the zero-point, tighten the set screw of the plunger and the instru- 
ment is properly set. 

In order to use the colorimeter, put both cups in place pid raise 
them until each just meets the bottom of its plunger. Then look 
through the observation tube A and move the large reflector R until 
both halves of the field are exactly equal. Now put the standard 
solution in cup S and the unknown solution in cup C. Set cup C at 
the desired height and move cup S slowly up and down by means of 
pinion wheel until both halves of the field appear the same. Read the 
scale. Make several readings and take the average. A magnifying 
lens attached in front of the scale assists in making a rapid and accu- 
rate reading. . All readings must be made with the housing ZH in place. 

12. Kober Colorimeter.!°—Until. the World War, the only 
accurate instrument of the plunger type was that of the French 
Duboscq make. The supply of these in the United States was soon — 
exhausted and the War prevented further importations. Kober, who 
in 1912 was the first to show that nephelometry was a means of analysis — 
and similar to colorimetry, found that the plunger type of colorimetrer 
with a few accessories made an excellent nephelometer, but, owing to 
the scarcity of Duboscq instruments, was forced to enter into the man- 
ufacture of plunger instruments in order to supply the demand in the 

107, Biol. Chem., 29, 155 (1917); ibid., 47, 19 (1921). 
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United States. In spite of difficulties—two larger optical instrument 
manufacturers refused codperation; two smaller companies proved 
incompetent—Kober had developed the manufacture of his instru- 
ment so that an ample supply of instruments was available for the 
U.S. Army, when the United States entered the War in 1917. 

Kober succeeded in improving the plunger type in several respects. 
He considered the colorimeter (also nephelometer) as a light balance, 
which he found theoretically, and also in actual practice, was like the 
most sensitive gravimetric balances in that it was impossible to keep 
both sides in perfect equilibrium without frequent adjustment. 
Mechanical disturbance, temperature, dust, light distribution, personal 
variations in the observer, etc., all served to make the unadjustable 
Duboscq instrument less accurate. To make these adjustments 
convenient, Kober in his instrument provided adjustable scales and 
verniers, and adjustable or so-called split reflectors. In addition to 
these improvements a hollow glass plunger was substituted for the solid 
glass plunger of the Duboscq, as the latter showed appreciable absorp- 
tion of light. Mechanical improvement resulted in putting the lower- 
ing and raising mechanism behind the instrument to prevent sources 
of error due to stray reflections. Recognizing that in the use of optical 
instruments, the convenience of the operator and sparing him useless 
or unnecessary efforts, both mechanical and optical, would result in 
greater accuracy, especially in repeated and routine determinations, 
Kober introduced into his instrument the so-called “top” reader, !! the 
use of a double-milled head for rough and fine adjustment, and the 
elimination of glare which, falling upon the observer’s eyes while he is 
using the instrument, causes destruction of eye-sensitivity. 

One of the Kober instruments, which embodies these improve- 
ments, is described as follows: (1) The milled heads formerly at the 
top of the instrument, are placed at the bottom, which allows the hands 
to rest on the table or other support and the adjustments to be made 

with the fingers (shown in Fig. 15). (2) An auxiliary scale is provided 
at the top of the instrument, consisting of the following parts: two 
scales engraved upon the side away from the operator, fastened to 
the movable stages, so that when the stage is being moved up or down, 
the scales move with it; a stationary vernier, protruding beyond the 
top plate, also engraved upon the side away from the operator, fast- 
ened to the top of the instrument. A mirror facing the operator at 
1 Made with the assistance of Robert E, Klett. 
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an angle of 45 degrees is placed in front of the protruding scale and 
vernier, so that an image of the two is reflected vertically. A magni- 
fying glass of the same focal length as the telescope, serving as a second 
eyepiece, has been placed close beside the regular eyepiece, directly 
above the mirror, showing the image 
of the scale enlarged in good light. 

Figure 15 shows the entire in- 
strument without the lamp house. 

In Fig. 16 are shown the fields 
that are observed through the two 
eyepieces. The ease of reading the 
scale is apparent. 

In Figure 17 is shown the con- 
struction of the auxiliary scale. 
This auxiliary scale is engraved to 
60 mm. but with the vernier is 
readable to only 50 mm., which is 
ample for most work. If heights 
above 50 mm. are to be measured, 
the original vernier can be used. 
The setting of the zero-point is 
easily and accurately accomplished 
with a micrometer arrangement, as 
may be seen at A, by a milled head 
working against a spring. This 
convenient method of zero-point 
adjustment, together with the very 
simple method of using the instru- 
Ne ae f oe ive eae ment, themethod of Lamb, Carleton 
aN aie two eae ee nee Aine and Meldrum (see Vol. 1), where 
mirror at the top of the instrument; (6) the height of the standard solution 
the micrometer adjustment of the zero- ($) is kept constant, makes the 
point; and (c) the milled heads operating operation of the instrument and 
the cups at the bottom of the instrument. : 

calculation of results extremely 
simple and easy, without, however, sacrificing accuracy or deviating 
from the fundamental basis of either colorimetry or nephelom- 
etry. taunt 
In Fig. 18 is shown the instrument attached to a lamp 
house. © bes 
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Fic. 16.—The two fields as seen 
through the two  eyepieces. 
The upper figure shows the 
two semi-circular fields; the 
lower figure shows the sta- 
tionary vernier and the two 
adjustable scales, 


Fic. 17—Diagrammatic sketch of the Kober instru- 
ment (1921). A, magnifying lens for the horizontal 
scale; B, mirror at an angle of 45°; C, movable 
scale; D, screw-threaded rod; E, vernier for 50 
to 100mm, scale; F,lock-nutforthe zero adjust- 
ment; G, movable cup carrier; H, micrometer for 
zero adjustment; J, scale from 50 to 100 mm.; 
K, knurled thumb-screw for rapid movement; 
JL, knurled thumb-screw for fine adjustment. 


Fic. 18.—The Kober colorimeter (1921) and lamp house showing the split reflectors as 
__ well as the front of the instrument illuminated by the light from the lamp house. 
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13. Kober Precision Colorimeter-Nephelometer.!?—-This instru- 
ment is designed for routine and scientific routine precision work. 
The lowering and raising of the cups is accomplished by means of a 
hydraulic system, which permits the use of an automatic scale reader. 

3 This reader gives the millimeter 
and fractions of a millimeter 
directly in figures, eliminating 
the reading of the verniers for 
routine and other repeated 
measurements. This approxi- 
mately decreases the amount of 
eye work by fifty per cent. 

The usual vertical milli- 
meter scale and verniers are also 
provided for the purpose of 
standardizing, and checking 
the automatic reader. The 
construction and mechanism 
are such that maximum solidity 
and freedom of vibration is 
obtained. The knobs regulat- 
ing the mirrors are placed in 
the back of the instrument so 
that the accidental displace- 
ment of the mirrors while 
making the measurements is 
made practically impossible. 

The, plungers and cups 
in this instrument are sepa- 


Fic. 19.—Kober Precision Colorimeter-Neph- 
elometer. View of back of instrument. 
Shows the knurled knobs on the side of the 


base for the vertical movement of the cups. 

Also knobs on the top of the base for adjusting 

the reflectors. Vertical millimeter scales and 

verniers on the back of the instrument and 

automatic scale readers on the top of the base 
are shown roughly. 


14. Duboscq Colorimeter. 


article. 
Company, Chicago, Ill. 


12The Bae plete details of this instrument will be pablihens in a future scient fic j 


rated by a minimum of 


horizontal distance, requiring — 


therefore for either colorimetry 
or nephelometry a bec small 
cone of light. 


Bausch & Lomb Model.—The ene, 
A (see Fig. 21), of the instrument, consisting of base and uprig sht, t¢ 
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which are attached the various components of the optical system, is 
made of heavy iron castings, so constructed as to provide for stability 
and permanent alignment of the optics. 

The mirror, B, which is adjustable about a horizontal axis, 1s pro- 
vided with two reflecting surfaces, one a plane silvered mirror, and the 
other a plate of fine ground 
opal glass which reflects light 
diffusely. These plates are 
cemented in a metal frame by 
means of a specially prepared 
acid- and alkali-proof composi- 
tion, so that liquids which are 
accidentally spilled on the mir- 
ror cannot penetrate to, and 
cause deterioration of, its sil- 
vered surface. The single 
mirror of suitable size assures 
equal intensity of light for 
both tubes. 

The two movable cups, C 
and C’, for holding the liquids 
under examination, consist of 
thick-walled cylinders of glass. 
These cylinders fit into tubes 
of brass, threaded at the lower 
end so that, by means of a 
metal screw cap, a plane glass 
plate may be forced firmly 
against the glass cylinders, Fic. 20.—Kober Precision Colorimeter-Neph- 
whose ends are finely ground, et Mri of es instrument. ea 
in such feo a itis SoA 5 iE see Rear ated onal 

a water-tight joint. A rubber house and eyepiece. 

washer is placed between the 

glass plate and the shoulder of the metal screw cap for the purpose of 
equalizing the pressure and preventing the possibility of breakage. 

The plate, which forms the bottom of the cup, is made of optical glass 
having plane parallel surfaces. The metal sleeves, which surround 

the glass cylinders, are slotted so that the height of the liquid in the © 
cups may be observed readily. All parts of the cups are interchanve- 


Ss 
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able. The tube may conveniently be shaded by turning the single slot 
to the rear. 

The design of these cups is the result of suggestions made by Dr. 
Folin, of the Harvard Medical School. He has also contributed other 
valuable ideas in the present improved model of this instrument. 
The caps can be thoroughly and easily cleaned, and in the event of 
breakage of glass parts replacements can be made without inconveni- 
ence or delay, as extra glass cylinders and plates may be secured for 
such an emergency. 

The cups may be raised and lowered by turning the milled heads, 
D and D’, each of which actuates a rack and pinion. The slides, along 
which the motion takes place, insure easy and accurate settings. The 
pinions and operating heads are always in a fixed location, so that the 
observer’s readings are controlled only by observation and not by the 
position of the pinion heads, thus tending to eliminate the personal 
equation in this detail. 

Two solid glass plungers of optical glass, matched for color and 
having optically plane and parallel ends, are attached to the frame of 
the instrument by means of metal adapters into which they are firmly 
cemented. They are located in a fixed position in the axis of the — 
instrument, which passes through the centers of the cups. Any injury 
to cups or plungers, which might be caused by bringing them violently 
together, is prevented by means of two adjustable stops, which 
determine the highest position to which the movable cups can be 
raised. 

The scales S and S’ (see Fig. 21) are etched on glass and read by 
transmitted light coming from the source of illumination of the colorim- 
eter. A right-angle prism mounted in the back of the stand reflects 
the light from scales into a vertical path so that a very slight move- 
ment of the head from the eyepoint position brings the scale and vernier 
into view. A lens mounted above the prism assists by magnifying the 
scale and vernier so that reading is easily accomplished from the eye- 
point. With the plunger and cups in contact the vernier is adjusted 
to read zero by means of a thumb screw on the back, K (Fig. 22). 

The eyepiece or coincidence prism, which is located between 
the plungers and the observing microscope, consists of two rhom- 
boids. The function of this prism is to bring to a common center, 
or axis, the light which passes through the two sets of cups and plungers, - 
so that the intensities of the two beams may be observed in two adja- 
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cent fields with one eye—a condition essential for accurate compari- 
son or matching of intensities. 

The prism box and connections are all constructed with the idea of 
excluding dust, even to omitting the usual opening at the side for 
removal of prism. A permanent setting of the prism is accom- 
plished, while the entire prism box is removable through having screw 


. Fic. 21,—B,. & L. Duboscq Colorimeter. Fic. 22—B, & L, Duboscq Colorimeter. 


heads with finger grip to hold it in place on its supporting plate. In 
this way the specific parts of the prism which might require cleaning 
can be exposed for such attention. 

The dividing line separating the halves of the field of the 
instrument as viewed through the observing microscope, is formed 
by adjacent ends of the rhombohedral prism, on which two 
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narrow surfaces have been polished in order to obtain close contact 
and a thin smooth line. The field of view of the observing microscope 
appears as a circle, divided into halves by the dividing line. On 
account of the inversion caused by this microscope, the light which 
illuminates the right semi-circle thus formed has passed through the 
left beaker, plunger and prism, while that illuminating the left semi- 
circle has passed in a like manner through the right beaker, plunger 
and prism. In this manner is formed what is essentially a photometric 
field, by means of which comparisons of intensities may be accurately 
made, the principle of the instrument being based on the adjustment 
of the depth of the liquids in the cups, so that the appearance of the 
two adjacent halves of the field is identical. In other words, when 
the two halves are matched, the concentrations of the two solutions in 
the beakers are inversely proportional to the depth, read directly from 
scales in the rear of the instrument, of the liquids between the lower 
‘ surface of the plungers and the bottom of the cups. 

The observing microscope consists of an eyepiece and an erecting 
system. The purpose of the erecting system is to permit the intro- 
duction of diaphragms to act as limiting apertures, by means of which 
a correct passage of light rays through the instrument, an evenly 
illuminated field, and an absence of disturbing reflections are brought 
about. 

A sliding cover is provided for the purpose of shutting off all 
extraneous light which might in some cases affect the setting. It also 
serves to protect the cups and plungers when the instrument is not in 
use. 

To test the adjustment of the instrument make sure that the bot- 
toms of the cups are in contact with the lower ends of the plungers at 
the zero position of the scales. If this condition has not been ful- 
filled, make the necessary adjustment of the stops, as well as of 
the verniers. It is to be noted in this connection that the posi- — 
tion of the bottom of the cylinder with respect to the lower surface of - 
the plunger may be slightly varied by tightening or loosening the screw 
cap which forces the rubber washer against it. 

Care should be exercised not to scratch the lower cai of the 
plunger by rubbing the cover glass against it under pressure. In 
order to obviate all danger of damage to the surfaces of bot ‘it is 


this epicent is being made. 
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Rack the cups, C and C’, down to their lowest position, and remove 
them from the instrument, taking care that they do not strike the glass 
plungers. 

Turn the entire instrument toward an even, ample source of light, 
preferably diffuse daylight, or very white artificial light, and, while 
looking through the eyepiece, adjust the instrument and the mirror so 
that the two halves of the field appear of the same color and of equal 
brightness. 

Pour a small quantity of “known” solution into one of the cups, 

and into the other cup some of the “unknown” solution. The cups 
should be not more than half filled with liquid, to avoid the danger of 
forcing some of the liquid over the top of the cup and causing it to spill 
on to the mirror or into the working parts of the instrument. If it 
should appear desirable to use a greater depth of liquid on account of 
faint coloration, care should be taken not to force liquid over the top of 
the cup. 
_ Replace the cups in the instrument, and raise them by means of the 
racks and pinions until the lower ends of the glass plungers are well 
immersed within the liquids. Air bubbles, which in many instances 
are formed under the ends of the plungers,may easily be removed 
by slightly tilting the instrument. Now, while looking through the 
eyepiece, adjust the heights of the cups until an approximate balance is 
obtained on both sides of the field. It is now convenient to set the 
“unknown” liquid so that its depth, as shown on the scale, S’, is an 
exact number of millimeters, and then to raise or lower the “ known ” 
liquid until a match is secured, i.e., when both halves of the field appear 
equally bright and identical in color. Readings are now taken by 
means of the vernier on the scale, S, and recorded. To secure results 
of the greatest accuracy it is necessary to take the average of a number 
of independent readings. 

When the two halves of the field are of the same brightness, the 
color intensities of the two solutions are inversely proportional to the depth 
of the columns of the two solutions. Let C, = color intensity of the 
known solution; D; = depth of the known liquid, as read on the 
scale, S; C2 = color intensity of the unknown solution; Dz = depth 
of the unknown solution. 


Then 
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The Bausch & Lomb Duboscq Colorimeter is made in two sizes, 
one permitting the examination of a column of liquid 50 mm. deep, 
the other a column 100 mm. deep. The latter is best adapted for 


Fic. 23—(Front view.) Fic. 24.—(Side view.) 


Bausch & Lomb-Duboscq Colorimeter. , eyepiece lenses; L, comparison prism; PP, 
plungers; CC, cups; BB, pinion buttons; SS, scales; R, reflector. 


the measurement of liquids having a faint coloration. In all other 
respects the instruments are essentially identical. 

Figures 23 and 24 show the instrument diagrammatically. _ 

15. Duboscq Small or Biological Colorimeter. Bausch & Lomb 
Models.—The design of this instrument departs somewhat in external j 
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appearance from the standard Duboscq type. The principle from the 
optical standpoint, however, is the same as that of the Duboscq. 

The observing microscope consists of a collective and an eye lens, 
which do not form an exit pupil, so that a diaphragm near the eye- 
point is necessary to secure an evenly illuminated field and to cut off 
reflections. 

The eyepiece or coincidence prism, the plungers and cups are of 
the same type as those used on the Duboscq Colorimeter, Light is 


‘Fic, 25.—Bausch & Lomb Biological Colorimeter. Showing instrument with both cups 
: adjustable by rack and pinion. : 


reflected into the instrument by means of'a second surface mirror, 
whose upper face is finely ground. Illumination of a semi-diffuse 
character is obtained by its use. The mirror is cemented in a metal 
frame, adjustable about a horizontal axis, by means of an acid- and 
alkali-proof composition, which affords protection against the cor- 
rosive action, on the silvered surface, of liquids spilled on it. 

Figure 25 shows the instrument with both cups adjustable by rack 
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and pinion. Fig. 26 shows the Biological Colorimeter with a special 
rotary drum for direct-scale reading. The rotary drum operates the 
right-hand cup. The scale on the drum is graduated in tenth milli- 
meters, making reading from the eyepiece position easy and accurate. 
The index pointer follows the scale groove, thus eliminating any pos- 
sible error in reading. 


Fic. 26.—Bausch & Lomb Biological Colorimeter. With special rotary drum for direct 
scale reading, 


16. Duboscq Colorimeter. E. Leitz Model.—This instrument 
(made in two sizes) is shown in Fig. 27 and its optical system illustrated 
diagrammatically in Fig. 28. 

The rays, which should be derived from a uniform source of light, 
are reflected through two openings in the base of the apparatus, a 
plane mirror being used in the case of daylight, and a filament lam 
with opal glass bulb in conjunction with a ground glass plate in th 
case of artificial light. The two pencils so admitted traverse tw: 
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identically similar cups and plungers placed 25 mm. apart, and 
are then made to approach one another in passing through the 
symmetrical Albrecht-Hiifner glass body, so that in the field of 
view they appear separated by a very fine line. When the observer 
focuses the Ramsden eyepiece above the glass body upon its upper 
edge he sees the field of view divided into two semi-circular half-fields. 
Of these the one on the right is uniformly filled with the light supplied 


Fic. 27.—Leitz-Duboscq Colorimeter. 


by the left pencil, whilst the field under the left eye is lit up by the right 
pencil. The two fields, being thus separated by an extremely fine line, 
can be compared with ease and accuracy. It is imperative, if an 
exact reading is to result, that the illumination should be absolutely 
identical on both sides. It is to be noted that any soiled patches on 
the plane mirror or the opal plate cannot fail to vitiate this condition. 

The cups which serve to receive the solutions are mounted movably 
on slides. They are in their proper central position when they meet 
the limit stops at the rear. The plungers by means of which the color 
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identity is established in the half-field, can be displaced with the aid of 
rack and pinion motions, by means of which the required depth of 
strata can be set to a nicety. They are readily removable for the 
purpose of cleaning them, all that is necessary being to release the 
screw unions by which they are attached to the carrier. No force 
should ever be used when screwing them together. ‘The space con- 
taining the cups and plungers is rendered light-proof by a slider, 
which excludes the access of adventitious light. 
In addition, the space which contains the Albrecht- 
Hiifner prism, and from which projects the 
Ramsden eyepiece only, is enclosed within a 
screw-on cylinder. The latter can be removed 
when it is required to clean the prism. The 
depths of the strata which result from the descent 
and ascent of the plungers can be read off ac- 
curately to 0.1 mm. by means of the scales and 
verniers above the milled heads. The reading of 
the scales is greatly facilitated by the prisms at- 
tached to the verniers. 

After taking the readings the cups and plungers 
should at once be removed and cleaned. They 
should then be replaced and the apparatus 
closed up. 

17. Duboscq Colorimeter. Spencer Model.— 
Figure 29. This colorimeter is constructed on 
the Duboscq principle, though so many refine- 
ments have been added to the design that the 
prototype is hardly comparable with the present 
development. The cups are of one-piece con- 
struction, the bottom being fused directly to 
the side walls. The plungers are of optical glass 
carefully matched for absorption. Each cup is fastened on its 
pedestal by a very simple locking device so that it cannot become 
dislodged should the instrument accidentally be upset. Both cups 
are adjustable by independent rack and pinion adjustments. The 
depths of the fluids can be measured to 0.1 mm. The ay | 
construction is such that the dividing line, as viewed t 
the eyepiece, is clear cut and sharp. This results in consic 


Fic. 28. 
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the illustration, the depths of the fluids may be measured from the 
eyepiece position. 

18. Schmidt & Haensch Plunger Colorimeter No. 3a. Duboscq 
System,—Figure 30. The plunger colorimeter is built symmetrically 


Fic, 29.—Spencer-Duboscq Colorimeter, 


as far as the two sides are concerned, in regard to both optical and 
_ mechanical parts. The path of light from a photometric point of 
_ view is without criticism. 

The height of the layer of liquid on both sides is 60 mm. and the 
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amount of liquid for this height is about 9.3 cc. for each cup. The 
exact height of liquid is read off with a vernier to 0.1 mm. 

Tf desired, cells can be furnished for standard solutions with a 
fixed and definite height (50 or 25 mm.) having a screw cover. ‘These 
cells can be put directly in the light path in place of one of the usual 
cups. ‘To restore optical symmetry, both plungers are retained and 


Fic. 30.—Schmidt & Haensch Plunger Colorimeter No. 3a. 


s 


— 


a glass is placed on the unknown side to compensate for the cover glass 
of the cell. ae: 


The field of vision is in two ye with a line of spvaton 
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the milk-glass plate is obtained from a light source consisting of an 
Osram-Opal Lamp placed directly in front of the plate or by means of 
an illumination “sphere.” 

To observe the light through filters of complementary colors, a 
revolving disk with light filters can be attached to the eyepiece, or 
a special eye-glass attached with elastics. In the latter any light 
filter can be used. 

If the colorimeter is to be used as a spectro-pnotometer, a mono- 
chromatic eyepiece is substituted for the magnifying lense. It is also. 
possible to connect the colorimeter to other spectro-photometers 
which can be used for monochromatic measurements. 

19. Kleinmann Micro-colorimeter.'*—In biological chemical work, 
the estimation of small amounts of substance is sometimes necessary, 
especially where it is necessary to work with small volumes. Klein- 
mann’s micro-colorimeter is designed to estimate substances in 1 cc. 
of solution. The objection to most micro-colorimeters is that they 
use small depths of solution, thereby decreasing the accuracy. This 
objection is eliminated in Kleinmann’s instrument by using very 
narrow and tall cups and plungers, approximately of 3.5 mm. diameter 
and 70 mm. depth. 

Description of Instrument.—The instrument is built on the Duboscq 
principle, the optical and mechanical arrangement of both sides being 
perfectly symmetrical, as shown in Fig. 31. 

(a) Optical Construction—tThe light source may be an electrical 
bulb or illuminated ball, the latter being recommended. The light 
strikes a milk-glass plate, /, which diffuses the light on to two reflecting 
prisms, P; and P2. Figures with subtitle or index 1 refer to parts 
and light beam on one side of the instrument and 2 for the opposite 
side. The light from prism P passes through the solution f in cup F 
through plunger 7 to a reflection prism, p, then to a comparatory prism, — 
v, through a blender, G, and then through the ocular or eyepiece 
including diaphragm A and lenses 11, Le, L3, and Ls. The terrestial 
eyepiece with lenses and also the smaller aperture at O serves the 
purpose of increasing the length of the eyepiece and an enlargement 
of the field of vision. A and /; and A and hz are equidistant focuses, 
so that the observation of the light path by means of lens Z; and the 
light at T, a sharp picture of the opening of the diaphragm at A of /a 
and /z is obtained. The size of the opening at A is chosen so that the 

8 Biochem. Z. 179, 276 (1926). 
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pictures of h; and v2 are smaller than the diameter of the plunger T 
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The picture of the field at Gi 
is thrown by means of the ocular 
I-A on G2 and is seen by means 
of the terrestial ocular L4 at the 
aperture O;. At the same time a 
picture of the issuing light of the 
colorimeter is produced in the 
aperture which is smaller than the 
aperture Oz, thus throwing the 
same into the eye of the observer. 
In consequence /; and hz are pic- 
tured in the aperture O. With the 
adjustable lens Ls which is to be 
sharply focused, one can tell 
whether the surfaces / and hz ob- 
struct light by means of dirt or air 
bubbles. For this purpose the 
light from one side is cut off by a 
piece of dark paper or some other 
suitable opaque substance. By 
means of revolving disk R, color 
filters of yellow, red, green or 
blue may be inserted into the 
light path. 

(b) Mechanical Construction. 
—Figures 32 and 33 are pic- 
tures of the instrument: In front 
of the base of the instrument, 
the light ball of Schmidt and 
Haensch is easily attached with 
screws. The interior of the 
white ball carries two bulbs 
which require 4 volts (from 
storage cells). This produces a 
uniform, constant and sees 


illumination without disturbing the observer with glares. 
The base carries two racks, Sx, and Sx,, for moving the cups . cL 
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and Ke up and down. The racks carrying the pinions, to which is also 
attached the verniers of 0.1 mm., also have, on the side facing the ob- 
server, a millimeter scale. The movable platform contains metal rings 
or collars into which the cups K can be locked and from which they can 
also be easily removed. The cups contain 1 cc. when filled up to the 
mark and 3 cc. when filled to the top. The cups therefore have a 
_ working depth of between 60 and 70mm. The metal clasp of the cups 


Fic. 32.—Kleinmann Micro-colorimeter. 


contains a projection or plug which serves to orient the cups always in 
the same place. The exact placing of the cups is necessary as the 
light path on side 1 is displaced 1 mm. from that of 2 in order to secure 
a sharp dividing line in the halves of the field. The cups at their 
lower ends have rubber or leather washers to seal the bottom plates 
or disks. . 
_ The cups and their plungers, T are provided with glass protection 
cylinders, Z; and Z2, that are removable from the instrument by 
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unscrewing. The projection cylinders extend beyond the length of 
the plungers to the bottom of the cups when in zero position. These 
cylinders have at their lower ends at opposite sides two cut-outs 
which permit cleaning the plungers, while at the same time the protec- 
tion cylinders prevent the breaking of the very fragile and expensive 
plungers. Another protection to the plungers to prevent their being 
damaged by the cups at zero position is a stop within 1 mm. of zero 
position, which pre-— 
vents the cups from 
touching the bottom 
of the plungers. 

The plungers 7, 
and T2 and the pro- 
tection cylinders 72; 
and Zz are arranged 
so that they are 
removed together by 
withdrawing the plate 
S. This permits easy 
cleaning of the plung- 
ers by using the pro- 
tection cylinders as a 
rinsing flask. On re- 
insertion, a projec- 
tion, a, insures that 
the correct position of 
the plungers is again 
obtained. 

The errors of de- 
termination in using 
this instrument, as given by Kleinmann, are, for solutions of about 
equal concentration, not more than 0.5 per cent for ten readings, 
and, for solutions of a concentration ratio of 1 : 2, for ten eeees, 
not above 1.1 per cent. 

20. White Colorimeter.14—Figure 34. The White Color 
consists essentially of two wedge-shaped hollow, glass pa n 
ge equal dimensions and open at the large end for the intro fi 


Fic. 33.—Kleinmann Micro-colorimeter. 


14 J. Am. Chem. Soc., 34, 659 (1912), 
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tion side by side in a camera and may be raised or lowered by rack and 
pinion actuated by thumb screws. The prisms are screened from view 
on the side towards the operator except for a narrow horizontal slit 
across the middle of the camera through which the solutions are 
observed when a test is being made. The carriers are graduated to 
correspond to the length of the wedges, the zero of the scale being 
opposite the index when the sharp edge of the wedge is opposite the 
narrow opening in the screen through which the color is observed. 
The screens are adjustable so that the opening may be varied to suit 
the operator. The ground glass 
shutter at the forward end of the 
camera for diffusing the light is 
hinged in the manner of a door to 
facilitate the transfer of the wedges 
to and from the camera. ‘The 
camera is mounted on a stand 
upon which it is free to turn 
in a horizontal plane, which ren- 
ders it unnecessary to lift the 
instrument from its position while 
in use. 

To carry out a determination 
with this instrument it is only neces- 
sary to dissolve and dilute to equal 
volumes equal quantities of the 
standard and of the material to be 
tested. Pour into the wedges con- 
venient amounts of the two solutions, set the wedge containing the 
unknown at the graduation representing the percentage—or some 
multiple of it—of the coloring matter in the standard. -Adjust the 
wedge containing the standard until the two agree in color. The per- 
centage of coloring matter in the unknown is then indicated by the 
reading of the scale on the carrier containing the standard. Vertical 
sections through the two solutions parallel with the line of sight are 
similar triangles, the base of each being the thickness of solution at 
the point compared. It follows then that the readings on the gradu- 
ated scales, since they represent the altitudes of these triangles, are 
measures which express the ratio existing between the amounts of 
coloring matter in the two solutions, 


Fic. 34.—White Colorimeter. 
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The White Colorimeter has a number of good features: (1) It is so 
constructed that both eyes are used in making a test; (2) the eyes are 
protected by a camera from side lights; (3) the colored areas com- 
pared are close together; (4) uniform white light is visible around the 
colored spots compared; (5) the operator cannot see the graduated 
scales while making a comparison and, therefore, cannot be influenced 
by preconceived ideas; (6) an analysis may be checked by making 
readings at different points throughout the length of the wedges, 
especially in cases where the color is too deep or too pale for the most 
accurate comparison at the first position observed; (7) the wedges are 
easily emptied and filled so that passing from one determination to the 
next is quickly and easily effected; (8) the possibility of using any 
section of the wedge from its thinnest to its thickest part renders the 
apparatus adaptable to a wide range of determinations, and permits 
considerable variation in the amount of substance taken for an analy- 
sis; (9) the camera is mounted on a stand upon which it is free to turn 
in a horizontal plane, which makes it unnecessary to lift the instrument 
from its position while in use; and, finally, (10) the accuracy of the 
work done with the colorimeter appears to be limited only by the sen- 
sitivity of the eye to color changes. In the determination of carbon in 
steel, the maximum error obtained in a single reading was 0.6 per cent 
and this was considerably reduced by averaging several readings.!° 

While the wedge type colorimeter possesses the advantage of the 
individual wedge for a permanent standard, it has the disadvantages 
that the individual wedges 
must be empirically standard- 
ized and that few of them are 
really permanent, and careful 
calibration of each wedge by 
the individual using the instru- 
ment is often omitted, _ 
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21. Improved Bausch & 

Fic. 35.—Improved Bausch & Lomb Colorim- eee Colorimeter Lamp. 

eter Lamp. ure35. This lamp p 

a complete diffusion 

flected light over the entire surface of the colorimeter 
15 White, Joc. cit. ‘ : 
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Interchangeable blocks permit the use of instruments of different 
sizes. 

The entire interior of the lamp is finished in dull white. This 
unpolished white surface of the wall provides illumination that is prac- 
tically white, very evenly diffused and of uniform intensity. Within 
the dome-shaped top and out of direct line with the mirror of the 
colorimeters is a 60-watt Mazda bulb. 

22. New Palo Daylight Lamp. Cullen Model.—Figure 35a. This 
lamp produces a true and natural North skylight 
and was designed especially for pH colorimetric 
work. The light from a special Mazda bulb is 
filtered through an accurate filter lens, the color 
composition of which has been carefully determined. 
The resultant North skylight rays are directed 
upon a reflector which increases the light diffusion 
and thus produces a uniform illumination. 

23. Cooper Hewitt Mercury Light——See Fig. 
49, page 252. 

24. Schmidt & Haensch Sphere Illuminating Fic. 35a.—New Palo 
Device.—This illuminating device is designed for gs pai eos 
Schmidt & Haensch Colorimeters and consists a 
of a hollow metal sphere, whitened inside and thus producing a 
diffuse reflecting surface which furnishes an absolutely uniform 
illumination. Two low-voltage bulbs mounted at proper angle inside 
the sphere serve as a source of light. Figure 30 shows the sphere 
illuminator attached to the colorimeter. This illuminator is also 
used with the Kleinmann micro-colorimeter. (See Figs. 32 and 33.) 
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. 25. Klett Result Table——This is a condensed table. giving the 
result at 15 and 20 from 6 to 37 mm. It is printed on fine linen and 
is attached to rollers which can be moved forth and back very 
rapidly. A separate table printed on the same sheet is for the 
hemoglobin method in connection with the Newcomer hemoglobin 
_ standard. The table is shown on the base of the instrument in Fig. 
18. It is also attached to the new Klett bio-colorimeter. 


CHAPTER III 
CALCULATION OF RESULTS ! 


Standard Series Method.—TIf a series of standards is used the 
amount of test substance in the sample is obtained directly by reading 
off the value of the standard which matches it in color. From this 
reading the percentage of test substance in the sample is easily calcu- 
lated. 


Example: 
Nvelgh tof Sample... oc27 Geese eee eee 2.0000 grams 
Weight of test substance found......... ee 0.0010 gram 


0010 
- < 100 = 0.05 percents test 


Therefore, sample contains 


substance. 

Dilution Method.—In this method the darker colored solution is 
diluted until the sample and standard solutions match in color when 
viewed horizontally through the tubes. At this point each solution 
contains the same weight of test substance per cubic centimeter. The 
amount of test substance in each is, therefore, directly proportional 
to their volumes. 


Example 1.—Equal weights of sample and standard taken for the 
analysis. 


Weight iol sample. iaa's..0 0 eels ene Eee 0.5000 gram 
MWieight or standard ts . dn, une ae 0.5000 gram 
Percentage of test substance in standard...... 0.25: Aptana 
Reading ol sample. .....\..\.. ieee an ae 50.00; 

reading of standard... .....i.)eeee ee 54 cc. 


1 All calculations in this chapter are based upon the assumption that Beer’s law is 
obeyed. If the color reaction deviates from Beer’s law, a correction curve should be 
constructed. A detailed discussion of colorimeter calibration and correction curves is 
given in Chapter IV. 
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Note that the standard solution was darker and hence it was diluted. 
Since equal weights of sample and standard were taken, the percentage 
of test substance in the sample may be calculated directly. 

Thus we have, 


Pemcent ~~ (Percent, Vol. of | Vol. of 
in sample “in standard sample ° standard. 
*:0.25 = 50:54 
0.25 X 50 é 
x= te = 0.23 per cent test substance in the sample. 


Example 2.—A solution containing a known weight of test sub- 
stance per cubic centimeter is used as a standard. 


Meee cample, 7... we... sees... 5.000 grams 


Standard solution contains 0.00004 gram of test substance per cubic 
centimeter. 


MEIMEESOESATNPIC. 0... ete ve cece es SP eG; 
Poem Of Standard... 2... ee es DoCS. 


In this case the sample solution was darker and hence it was diluted. 
Weight of test substance in standard is 0.00004 25 = 0.0010 
gram. 


Weight of test Weight of test PeVok of SVol. ot 
substance in sample * substance in standard sample * standard. 
x% :0.0010 = 32 : 25 
0.0010 XK 32 y 
= a = 0.00128 gram of test substance contained 


in the sample. 


0.00128 
Therefore, Bae ig) < 100 = 0.026 per cent test SaetenGe in the 


sample. 


Duplication Method.—In this method a relatively concentrated 
standard solution is measured into a “ blank” containing the same 
reagents as used in the sample until the color is the same as that of the 
sample, after the volume of the standard has been brought up to the 
volume of the sample by the addition of distilled water. The volume - 
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of standard solution required to prepare the “ duplicate ” is a measure 
of the amount of test substance in the sample. ay 


Example: , 
Weichtol sample: ¥2..2.t rece eee 2.0000 grams 
Standard required for duplication”. 2.-~: .. yan 4.6 cc. y 
Standard contained 0.0005 gram of test sub- 7 

stance per cubic centimeter. ie 


Total test substance required 0.0005 X 4.6 = 
0.0023 gram. 
0.0023 


< 100 = 0.115 per cent test substance contained | 
2.0000 


Therefore, 
in the sample. 


Balancing Method.—This method consists in placing the sample 
solution in a flat-bottom graduated tube and then running into anotber 
similar tube a standard color solution until the color intensities of the 
two are identical when viewed vertically through the length of the col- 
umns of liquids. When thus “ balanced,” the concentrations of the 
two solutions are inversely proportional to their heights. 7 


Example: oe 
Weisht-ofsample.... < cs... nee 2.5000 grams 
Volume of sample after solution............. 50 CC. 


72 
ae 
a 

. 


Standard solution contains 0.00002 gram of 
test substance per cubic centimeter. 

Height of sample solution in tube A = 50mm. 

Height of standard solution in tube B = 58 mm. 


fei: vy os 

Weight of test Weight of test Height of » HASheEn 

substance : substance = © ’ 0 
soln. in B. * soln. i 


Denecin Aol per congue: 
x :0.00002 = 58 : 50 
pee 0.00002 x 58 


eae cp = 9:0000232 gram of 


Many Fad - wi inl mr 
Pincay 
xX 100 = 0.046 p er 


i 


0.00115 
ce, 
Eo 72.5000 
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Simplified Calculations in Colorimetry.—In the above paragraphs 
we have illustrated the calculation of results obtained by each of the 
four common colorimetric methods, namely, standard series, dilution, 
duplication, and balancing. McCrackan, Passamaneck, and Harman? 
have recently called attention to a simplified method of calculation in 
colorimetry when the color matching is made with a colorimeter, 
whether the instrument be of the single plunger, the two plunger, or 
the dilution type. In each case a reading on the known (K) and a 
reading on the unknown (U) have to be taken. 

“These readings become the terms of fractions used in obtaining 
factors that form a part of calculation formulas, K/U being used for 
plunger type colorimeters, and U/K for those of the dilution type. 
These ratios are constant throughout a comparison in a colorimeter, 
and since they are used as factors they may be represented by F in 
the expressions: 


K/U =F, and U/K =F. 


“Tf any fixed value be assigned to K, then U will assume a corre- 
sponding value, and vice versa. As the analyst can choose which 
term he will make constant, and can choose any value within wide 
limits, it is evidently advantageous to choose a whole number, and one 
expressible by one significant figure, for the divisor, such as 8, 10, 20, or 
30. By so doing he can make all division short. He should, there- 
fore, set the unknown in applying a plunger type colorimeter, and get a 
reading for the known, and in applying the dilution type colorimeter, 
vice versa. In using 15 as a divisor, as one would be compelled to do 
in using a 15 mm. Bock-Benedict cell for the unknown, he could divide 
successively by 3 and 5, the factors of 15, and avoid long division, and a 
similar procedure could be followed with any other factorable number. 

“Most writers on colorimetry assume the use of the plunger type 
colorimeter for exact work, and they usually direct that the known be 
given a value, and that a reading for the unknown be made after the 
fields are matched. The number 20 is most often used for the known, 
and the readings for the unknown, made to one decimal place usually, 
give values that make long division necessary, and the factors obtained 
by the division usually have to be rounded off to prevent the use of 

_ figures to more than the third decimal place. 


2 J. Chem. Ed., 3, 416 (1926). 
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All values for X/20 are shown when X varies from 10.0 to 45.9. 
as, Known/Unknown = F, and Unknown/Known = F, the dividend is 
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TABLE I 


(McCrackan, Passamaneck and Harman) 


Ww 
n 
WNKFOOCMAIDANPWHEOOMIANPWNKFOOCDAANEWNROODIYAUNUPWNHROOCWNIANUPWNHHOS 


In both the calculation formu 
represented by X, and the divisor by 20. 
X is the dividend in K/U, and in U/K 
My X/20 x X/20 DG X/20 xX G/20 
10.0 | 0.500 || 16.0 | 0.800 |} 22.0 | 1.100 || 28.0 | 1.400 
1001 ON505: || 16.1 | 0.805 || 2274 | A051), 28.4 || 1405 
10.2 | 0.510 || 16.2 | 0.810 || 22.2 | 1.110 || 28.2 | 1.410 
TOMSE MOMS 15: Il do. 3 I) 0.805: | 222 Saad al eoS. Saeed 
10.4 | 0.520 |} 16.4 | 0.820 |} 22.4 }] 1.120 || 28.4 | 1.420 
AORSHINONS2S |) 16.5 10.825) ll QaSeieMe Sa 2S a5 al edeaes 
10.6 | 0.530 || 16.6 | 0.830 |] 22.6 | 1.130 || 28.6 | 1.430 
HORTA MONS SS) [ln16.,7|| On835e)\ |) 2207 mele 35a OR need ss 
10.8 | 0.540 || 16.8 | 0.840 |} 22.8 | 1.140 || 28.8 | 1.440 
10.9 | 0.545 || 16.9 ] 0.845 || 22.9 | 1.145 || 28.9 | 1.445 
11.0 | 0.550 |] 17.0 | 0.8501} 23.0 | 1.150 |] 29.0 | 1.450 
feeOes 55) (| 1721 | OL855 \)) 23 edie ae do S a eOetm eam Ass 
41.2 | 0.560 || 17.2 | 0.860 || 23.2 } 1.160 || 29.2 | 1.460 
deg) 08565 || 17.3 | 0.865 || 23.37) 1.1654) 20.30) 1. 465 
AeaimOn570) || 17.4 | 0.870 || 2304 ede t7Oai 20r4a led. 4i70) 
FAmSmIMONS 7S) I A705) || 05875) ie2Se,Seil edit 752s Seen 705 
11.6 | 0.580 || 17.6 | 0.880 || 23.6 | 1.180 || 29.6 | 1.480 
Aen. 585: ||| L727 | O.885 (23.7 |) Datss on ee485 
11.8 | 0.590 |} 17.8 | 0.890 |] 23.8 | 1.190 || 29.8 | 1.490 
11.9 | 0.595 || 17.9.] 0.895 || 23.9 | 1.195 ||-29.9 | 1.495 
12.0 | 0.600 |} 18.0 | 0.900 |] 24.0 | 1.200 || 30.0 | 1.500 
12.1 | 0.605 |} 18.1 | 0.905 || 24.1 | 1.205 |] 30.4% | 1.505 
19.2) /0.610 ||| 1822 10.910 ||| 2452 ||) 1201071) 3022) 510 
12.3 | Q.615:|| 18.3 | 0.915 || 24.3 | 1.215 || 30.3 | 1.515 
12.4 | 0.620 || 18.4 | 0.920 |] 24.4 | 1.220 || 30.4 | 1.520 
12/5 ||0.625'|||| 18.5. |) 0.925 |) 24.5°|-1r225 30.5) || 1.525 
12.6 | 0.630 || 18.6 | 0.930 || 24.6 | 1.230 |} 30.6 | 1.530 
ADE TAINO; 635) Nl) 1Se 70 \OsO35ul| 2407 ad ea soull | msON7all mies ss: 
12.8 | 0.640 || 18.8 | 0.940 || 24.8 | 1.240 || 30.8 | 1.540 
12.9 | 0.645 |] 18.9 | 0.945 || 24.9 | 1.245 || 30.9 | 1.545 
13.0 | 0.650 || 19.0 | 0.950 || 25.0 | 1.250 || 31.0 | 1.550 
est | On@eee Il Oka OEISS I) Osa | Ss Wy Sika! || a 5s 
13.2 | 0.660 || 19.2 | 0.960 || 25.2 | 1.260 || 31.2 | 1.560 
13.3 | 0.665 || 19.3 | 0.965 || 25.3 | 1.265 |] 31.3 | 1.565 
ASA 0 .670) || 19.4) 0970) | 25). 40) deol esd eAe ede 70 
igeeO..675) || £925) || OF975 ||| 25.05) 4) Lars Hesse |p e575 
13.6 | 0.680 || 19.6 | 0.980 || 25.6 | 1.280 |} 31.6 | 1.580 
SIMO 685) II 19.71 02985, || 2507" A285 Mest eraimies es 
13.8 | 0.690 || 19.8 | 0.990 || 25.8 | 1.290 || 31.8 | 1.590 
13.9 | 0.695 || 19.9 | 0.995 || 25.9 | 1.295 || 31.9 | 1.595 
14.0 | 0.700 |} 20.0 | 1.000 || 26.0 | 1.300 || 32.0 | 1.600 
14.1 | 0.705 || 20.4 | 1.005 || 26.1 | 1.305 |} 32.1 | 1.605 
fe e2e EO. 710 || 20), 2nd O10) 26.29) 49310))| 3200 sein O10 
faeeeieo.. 715 (20.3) O05) i) 26. 3a dest50|) 32 snledivods 
14.4 | 0.720 || 20.4 | 1.020 || 26.4 | 1.320 || 32.4 | 1.620 
fags uO. 725 | 20.59) 1025 | 2605 1) fes25ull! 82.5.) 10625 
14.6 | 0.730 || 20.6 | 1.030 |] 26.6 | 1.330 || 32.6 | 1.630 
ae. TS ae2Oer. | 1 O35. lhe26.7 1 dessoml| Saad Oss 
14.8 | 0.740 || 20.8 | 1.040 || 26.8 | 1.340 || 32.8 | 1.640 
14.9 | 0.745 || 20.9 | 1.045 |] 26.9 | 1.345 |] 32.9 | 1.645 
15.0 | 0.750 || 21.0 | 1.050 || 27.0 | 1.350 || 33.0 | 1.650 
ASO TSS ceed od |) L055 Ni 27.0) 0355. ||| 33.41 aos 
te QnO. 760) || 21,2 | 12060 1] 27.2 | 11.360.11|33.9) |) 660 
15.3 e0.765-|) 21.3 | 1.065 || 27.3 | 1.365 |} 33.3 | 1.665 
15.4 | 0.770 || 21.4 | 1.070 |} 27.4 | 1.370 || 33.4 | 1.670 
sesemOnras Weak. 5° | 1.075-|)27.05)| tested 36s ladtne75 
15.6 | 0.780 || 21.6 | 1.080 || 27.6 | 1.380 |} 33.6 | 1.680 
L5c 10. 785 24). 7 | LOB. 21-0 Me S37 |) L685 
15.8 | 0.790 |] 21.8 | 1.090 || 27.8 | 1.390 |} 33.8 | 1.690 
15.9 | 0.795 || 21.9 | 1.095 || 27.9 | 1.395 |] 33.9 | 1.695 
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“The Klett Mfg. Co. has copyrighted tables prepared by Benedict 
showing values rounded off to three decimal places for values of K/U 
when K is 15, and U is 6.0 to 29.9, and when K is 20, and U is 8.0 to 
32.9. Mathews? includes tables from Hulton-Frankel in his latest 
text, showing creatinine and sugar precentages in blood for readings 
for the unknowns when the known is set at 20, and Falisi and Lawton4 
give tables for calculating creatinine, non-protein nitrogen, urea nitro- 
gen, sugar, and uric acid for readings for the unknowns when the 
known is set at 20. All such tables could more easily be prepared for 
readings on the knowns when the unknowns are set, and the ease 
with which calculations could be verified would make work less 
empirical.” 

In Table I are shown all values for K/U and U/K when the divisor 
is made 20 and the dividend varies from 10.0 to 45.9. None of 
these factors are rounded off, yet only 50 per cent of them require 
as many as three decimal places. They are absolutely exact, 
and all are obtained by short division, making it possible for 
students and analysts to verify calculations with little loss of time 
and energy. 

Where most accurate work is done with colorimeters reading to the 
second decimal place, the wisdom of having a divisor with one sig- 
nificant figure is still more apparent. With such instruments and the 
unknown set on 20, factors absolutely accurate to the fourth decimal 
place, from an arithmetical point of view, can be obtained, and only 
50 per cent of them need four decimals to express them. A table giving 
these factors would be just ten times as long as the preceding three- 
place table based on readings made to one place. 


TABLES OF GENERAL APPLICATION FOR VERIFYING COMPLETE 
COLORIMETRIC CALCULATIONS ® 


__ It is well known that formulas for colorimetric calculations can be 
divided into two factors, one of which is constant for any fixed analytic 
procedure, and the other of which varies with the colorimetric readings. 


3 A. P. Mathews, Physiological Chemistry, 4th ed., pp. 1073-74. William Wood & Co., 
New York, 1925. 
4J. C. Falisi and Vera L. Lawton, Tables for Blood Chemistry Calculations, J. Lab. 
Clin. Med., 9, 566 (1924). 
-®R. F. McCrackan, Kate E. Harman, and E. Passamaneck, Arch. Fath. Lab. Med., 
8, 227 (1927). 
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It has been suggested that C® represent the constant factor, and that 
the variable factor be represented by F (see p. 55) whether it repre- 
sents the reading for the known divided by that for the unknown when 
a colorimeter of the plunger type is used, or the reading for the unknown 
divided by that for the known when the colorimeter is of the dilution 
type. Then when W represents the weight of the unknown sub- 
stance sought, 
FC = W 


It has been shown that the division necessary to obtain F can be 
made short, and that repeating decimals can be avoided, by choosing 
such values as 20, 10 and 25 for the divisors. The purpose of the fol- 
lowing paragraphs is to explain the use of tables showing values for F, 
and for W or FC, for all readings to one decimal place between 13.0 and 
30.9 when the divisor is 20; between 16.0 and 37.9 when the divisor 
is 25, and between 6.0 and 15.9 when the divisor is 10. The tables are 
so much alike in principle that only one of them (Table III) will be 
explained. 

Table III, which will be most used, probably, is for use only when 
the unknown is set on 20 for a colorimeter of the plunger type, or the 
known is 20 in volume for one of the dilution type. The numbers in 
the first column, marked D, which means dividend, are the integral 
parts of the colorimeter readings for the dividends that are to be 
divided by 20, and the fractional parts of the dividends are across the 
top of the table. In the second column, marked C, meaning con- 


6 This constant factor C is equal to SVV’/PV” in the equation: 
KSNV /UPY" = W 


where P = the portion of solution taken for analysis; 
S = the weight of standard substance in the known solution; 
V’ = the volume of the unknown solution; 
V” = the volume of the known solution; 
U = the colorimeter reading for the unknown solution; 
K = the colorimeter reading for the known solution; 
NV = the number used as a factor to express the analytical results on a conventional 
basis, and be) 
W = the weight of the standard substance in the unknown solution expressed o 
the conventional basis indicated in the choice of the number NV, ak ve. 


P, V’, and V” are usually expressed in cubic centimeters, S and W in milli 
and K in colorimeter units, and V as an abstract number. ; 
For a study of the mathematics of colorimetry by means of the above gene 
see McCrackan, J. Chem. Ed., 3, 928 (1926). 
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stant factors, figures from 1 to 9 are repeated with each whole number 
found in the first column. Under the fractional parts of the dividends, 
and opposite 1 of the second column, in each case, the value of F, or of 
dividend divided by divisor, is found, and under these, opposite the 
other numbers of the second column are the products of F and C, or W. 
All values are shown for FC or W, when C is a whole number between 
1and9. Incase C is a decimal fraction between 0.001 and 0.900 with 
but one significant figure, or a number above 9 with but one significant 
figure, the figures of the tables still show the values sought, provided 
that the decimal point is moved correctly in each case. In most pro- 
cedures the value of C contains only one significant figure, but when it 
contains two figures W can still be found by means of the table by 
pointing off two numbers correctly, and adding them. 

While the table can be used in calculations for any fixed colorimetric 
procedures, Folin’s’ well-known methods for analyzing protein-free 
blood filtrates will be taken to illustrate its use. Let the colorimeter 
be of the plunger type, the weight of glucose used as the standard be 
0.4 mg., and the reading for the known be 19.7, when the unknown is 
set on 20, to find the number of milligrams of glucose in 100 cc. of 
blood. The general formula applicable is: 


Reading on Vol. Mg. of 
Known Unknown Standard 
; x x — X 1000 = W 
Reading on Vol. Vol. Blood Fil- 
Unknown Known trate Analyzed 


19. 25: 20.4 
ae x x x 1000 = 197 
20 25 2 


A glance at the left member of the equation shows that 19.7/20 is F, 
the variable factor. The balance of the left member of the equation is 
the constant factor C for the analytic procedure, and it equals 200. 
The significant figure in 200 is 2, and opposite 2 of the second column, 
under 19.7, the table shows 1.970. To get the correct value for 200,. 
_ the decimal point must be moved two places to the right. This gives 
_ 197, checking the value found by calculation. The value of F, or 


). Folin, Laboratory Manual of Biological Chemistry, pp. 227-277. D. Appleton 
, New York, 1926; O. Folin and H. Wu, A System of Blood Analysis, J. Biol. Chem., 
(1919), 
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19.7/20, which is found to be 0.985 by calculation, can be verified by 
looking under 19.7, opposite 1 of the second column. 

The values for C in all of Folin’s procedures have been calculated 
and tabulated for use when needed. For his weaker standards they 
are 4, 30, 15 and 1.5 for uric acid, nonprotein nitrogen, urea nitrogen, 
and creatinine, respectively. Let the unknowns be set on 20, and let 
the readings for the knowns in these four determinations be 19.4, 19.6, 

20.3 and 20.5, respectively, to find the weights of these substances in 
100 cc. of blood. For uric acid, under 19.4, opposite 4 of the second 
column, the answer 3.88 is found. For nonprotein nitrogen, under 
19.6, opposite 3, the figures 2.94 become 29.4, the answer, by moving 
the point one place. In finding the urea nitrogen, 15, which contains 
two significant figures, must be used for C. The one represents ten, 
and the five represents units, so opposite 1, under 20.3, the number 
1.015 is changed to 10.15 and added to 5.075 found just below, opposite 
5 of the second column, giving 15.225 as the unabbreviated answer. 
Similarly with the creatinine, where C is 1.5, the number under 20.5, 
opposite 1, is 1.025; the number opposite 5, divided by 10, is 0.5125, 
and the sum of the two numbers is 1.5375, which might be recorded as 
1.54 mg. 

While calculations, made in the old ways, can be done away with, 
and these tables used instead, this is not recommended, and particu- 
larly not in the work of technicians and students. Calculations should 
be made independently, and the tables used as a means of checking the 
arithmetic. Moreover, it must be understood that these tables are 
based upon the assumption of the validity of Beer’s law, at least over 
the range in concentration employed, and that for all methods which 
deviate from this law, correction curves or factors must be obtained 
in the usual way. (See Chapter IV.) 
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TABLE II 
(McCrackan, Harman and Passamaneck) 


VALUES FOR DiviDENDS DrviDED By 10 AND MULTIPLIED BY FROM 1 TO 9 


WHEN COLORIMETER READINGS RANGE FROM 6.0 TO 15.9 


fon DOmr~OowMm ton os Nnmoanm~rOoONnHtMmOA SS Domo wnton Dor~ownton Donownton 
: OMONnNTATDANA KRNMNARDKNRMNMNTA WDNROOMHMNANTHO ADDADAADA DGDaANwMdHwMH OR OO 
= SANNMHAHHO CDHANMDNMHNHONnR CHANMHNHONRD CHAMAHAHOR DO TBHAMHHOR OD 
es) DOHFTNOSODOHTN DOHFNDDAOHA DOHTNCHOHAN DOHNDAMUOHN DOHNCHOWGNA 
Z OMONFTONHTFA KDRHNMDARHDOFNSD DANONHKHNTOH ARDADADDDD CHAMDHHHOR 
= SAAN MMHNO CANMMHTMNON CANMHNHOR MN OA Hin Oo Siclies <i P00) cy 
nm ~AHATDONHAARAOMH ~HBrDAMNAARAO MH m~HTHAMNAADAWO MH BRtTTrOMNAATDOM NAHB WOMAN AKAOM 
: OMOOMOONMNOD HNMODOMAR DNROHTMDNOAD ADDDDDORRNR OHAANHHHMHO 
2 SANNMHHAMNMO DANMNNMNHMNOO CHAMHNHOUOKR DHANMHHORD FTHAMHNHORADR 
No} ON OAH DON CO WH ONOH TOON CO tH ONWOAHTON CH ON OH DON CH ONDWDHOUON ON 
é CINOMAONHD BRMNNOCDAHMOH ANHAMNMACHR ANDnHDNDDRKRUOYO CHAN DHMOHHwD 
= STFANMMNHTMMN DANMNNMNHNHOWO CHANMHNOOKR DCDHNMHtHNHORD HAMHNHORDOA 
in WMWononNn ono owM LO WOW) Ot aH. iD © 19 © 1 CO io S 1 moneonoonoeoeodw MoOnoMW OM OW 
6 ONDADONAWMN CO ~MNONOMNnNAChH OnMNntNTDWA Oo NDWDOAMmMmMm OO WM SCA ANN MOM SO HH 
iS STFAANMMNHNHM CANMNHTNOUO CHANMHNNHOKNR DHANMHHORNR DO HAMHHORDARD 
aa Honwuootan wo HONDO CO HON OO SH ONO OH ONY HONUOHANNW HtONnNnootoOonnwo 
4 ONDMNAOHHE wHNAM HHH wo DOMNMNOCAWOM WN NDOAOnm~nm~ OHH tH SCOMmrTANANNMH OS 
= On et No 6 HH wh 1 SANA MHMNHM OO OnmN Mt NHNH OM OFAN MHM OM CO ANMHMNHUONM OAD 
ice} MON NW Ome HH me MONA OO ms Hr MOANNAOA THD QS Ree es NMDOANN OAK Hr 
‘ ONMDNARHOUO KNHAHOHHTDAMNH BAOtHNHAADOH AONRKROHW MD DOOR HFHNAN 
© SAHANMNHMNN CHANAMHMNHNO DHANMNHtHH ON DHAMHHMHOND HAMHHORADHR 
a AFTODONHODAD NHTFODONHOD ANAHODONHODO AHODAONHOD ANAHtHWOWDONHWO OO 
: ONDHTANMNAMNH NRHA DOMONH DOHNAAKRMHM HAONOGHHHDAN CODON SS we ot 
SL SCHANMMHHMH CGHANAMHHHO CHNANMHHHON CHAMHHORD HANDHHONOD 
= ANMYTNMONRDADHRA ANMHNHONADAHA BAAMHHONDA BAnNndtnonwoan a Sse sheen eae 
5 ON Ot OON OO H ~HmOAONNAWOM DAaotnowmwvuwuotn NOMm~UOMHMON Orr) oo 0 o> 
= SHANMNMHHMN DANAMHHMNHO DHAMHHHOKR CHAMHNHON OO ANMTNHON DAD 
oO ooooocvwwoceoeo coeoceeooooso OCEeeceooo coocoeoseoosnse cece SS oo 
. ONDAHOONDH NDHAADNAKDOM DOHFNASDAHOHA AOnNSHtAmMAAT SSSSSSSSSO 
= SAANMOMHHMN CANNMHTHMHO CHAAMHHMNON DHANDNHMHONRD FBHANMDHHOR OD 
v | -vetwenne FNMA MORAAD ANNAMNONRDARHR BANMAHHONRDOA 
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TABLE II—Continued 


~~) C | 0.0 | 0.1 | 0.2 | 0:3.) 0.4 | 0:5 | 0.6) | SOR7AaOMcmEETOnO: 
1 11.10} 1.11 | 1.12-] 1.13 |] 1.14 | 1.15 | 1.160) 507 
2 | 2.20 | 2.22 | 2.24 | 2.26 | 2.28 | 2.30 | 2.32) \\25eai eee 
3 | 3.30 | 3.33 | 3.36 | 3.39,| 3.42 | 3.45 | 3.48 | 37a eso? 
4 | 4.40 | 4.44 | 4.48 | 4.52 | 4.56 | 4.60 | 4.64 | 4.68 | 4.72) 4.76 
11 5 | 5.50 | 5.55 | 5.60] 5.65 | 5.70 |:5.75 | 5.80 5 uG5mmamoumES Eo 5me 
6 | 6.60 | 6.66 | 6:72 | 6.78 | 6.84 | 6.90 | 6.96 | 7.02 | 7.08 | 7.14 
7 | 7.70 | 7.77 | 7.84 \ 7.91 | 7.98 | 8205 | 8212 |SSeOn memaammseso 
8 | 8.80 | 8.88 | 8.96 | 9.04 |9.12 | 9.20 | 9.28 | 9.36 | 9.44 | 9.52 
9 | 9.90 | 9.99 |10.08 |10.17 ]10.26 |10.35 |10.44 ]10.53 |10.62 |10.71 
f) 1 1.20 | 1.20] 1.22 |1.23 | 1.24 | 1.25) | 1226) ieee eee 
2 | 2.40 | 2.42 | 2.44 | 2.46 | 2.48 | 2.50 | 2.52), 2es an meee moeos 
3 | 3.60 | 3.63 | 3.66] 3.69 | 3.72 | 3.75.1 3.78 | S-Sim emer oro 
4 | 4.80 | 4.84 | 4.88 | 4.92 | 4.96 | 5.00 1) 5.04) 5) OSIM eSn6 
12 5 | 6.00 | 6.05 | 6.10 | 6.15 | 6.20 | 6.25 | 6.30 | 6.35)\NoutOMinG. 45 
6 | 7.20] 7.26 | 7.32 | 7.38 | 7.44 | 7.50 | 7.56 | 7 62a een © 
7 | 8.40 | 8.47 | 8.54 | 8.61 | 8.68 | 8.75 | 8.82 | 8.89 | 8.96] 9.03 
8 | 9.60 | 9.68 | 9.76 | 9.84 | 9.92 }10.00 ]10.08 }10.16 |10.24 ]10.32 
9 |10.80 {10.89 |10.98 |11.07 |11.16 11.25 {11.34 |11.43 |11.52 |11.61 
17 ae30 1431 | 92 |e Sanaa ienes sat 
De 2560 2662" | 264. P2566) | OROSe ee a Ome 
3 | 3.90 | 3.93 | 3.96.| 3.99 | 4.02 | 4.05 | 4 
415.20 | 5.24 | 5.28.) 5.32) || 5.36") 5.40)lno 
13 ICO ea I ettol eas ( O70) G75) 
Gi 7.80) | 7.86) | 7292) 708m esnO4eles aon ns 
T NVSLON S179. 24") orsT Onsen domine 
8 10.40 |10.48 |10.56 |10.64 |10.72 |10.80 |10 
* 9 411.70 |11.79 |11.88 |11.97 |12.06 12.15 12 
fa) 2 1.40 (50-41 | 1.425) 1 1.4 
PR | tO) Oe) POE | Oe ean 
SieanzO) Aes ira eo Galea 4 
A560) eS O4uiieS 68s ase 
14 Be AE FAO I A COIS Ul a alloy Ls a 
6 | 8.40 | 8.46 | 8.52] 8. 
: 7 | 9.80 | 9.87 | 9.94 /10. 
8 11.20 |11.28 |11.36 |11. 
97 112.60) |12.69 12. 785 ig, 
Led 250) el ote \eleogn hele 
Zoe OO! [ae C2 nex Odes 
Si ala50) | An 53. 456 4 
4 | 6.00 | 6.04 | 6.08 | 6. 
See 08 7855 zn GOL lore 
6 | 9.00 | 9.06 | 9.12 | 9.18 | 
7 {10.50 |10.57 |10.64 |10.71 
8 12.00 |12.08 |12.16 ; 
9 /13.50 [13.59 |13.68 | 
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TABLES FOR VERIFYING COLORIMETRIC CALCULATIONS 


WHEN COLORIMETER READINGS RANGE FROM 13.0 To 30.9 * 


ee 


TOPNIDMPWNH OCOMDNAMPWNH ODNAMPWNHH OCMYNIAUMUBRWNH OONDAMNPWOWNK OMNIA MNPWNHH 


TABLE III 
VALUES FOR DrviIDENDS DivipED By 20 AND MULTIPLIED By 1 To 9 
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O2 | 0.3 
660| 0.665 
.320| 1.330 
980] 1.995 
640} 2.660 
300| 3.325 
960} 3.990 
620| 4.655 
280 5.320 
940| 5.985 
710] 0.715 
420| 1.430 
130| 2.145 
840| 2.860 
550| 3.575 
260| 4.290 
970| 5.005 
680| 5.720 
390| 6.435 
760| 0.765 
520| 1.530 
280| 2.295 
040| 3.060 
800} 3.825 
560| 4.590 
320| 5.355 
080] 6.120 
840| 6.885 
810| 0.815 
620| 1.630 
430| 2.445 
240| 3.260 
050| 4.075 
860 4.890 
670| 5.705 
480| 6.520 
290| 7.335 
860| 0.865 
720| 1.730 
580| 2.595 
440| 3.460 
300] 4.325 
160] 5.190 
020| 6.055 
880| 6.920 
740| 7.785 
910] 0.915 
820] 1.830 
730| 2.745 
640] 3.660 
550| 4.575 
460| 5.490 
.370| 6.405 
.280| 7.320 


0.4 


.670 
340 
010 
.680 
.350 
.020 
.690 
. 360 
.030 


.720 
.440 


. 160 
880 
.600 
320 
040 
760 
480 


770 
540 
310 
.080 
.850 
.620 
.390 
. 160 
.930 


.820 
.640 
460 
280 
100 
920 
740 
560, 
380 


870 
740 
610 
480 
350 
220 
.090 
.960 
830 


920 
.840 
.760 
3.680 
4.600 
9.520 
6.440 
7.360 


Ni © SDADAMPONFHONAMNP PWNHKHO ADUNUPWWNEO ANUUNBRWNNHKO AURBRWNHNNHKO 


190! 8.235] 8.280 


0.5 


0.675 
.350 
.025 
700 
.375 
.050 
Us, 
400 
.075 
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.450 
175 
900 
625 
350 
075 
800 
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775 
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2020 
. 100 
.875 
.650 
.425 
.200 
OO 
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4795 
300 
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TIS 
600 
425 


.875 
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2125 
.000 
875 
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850 
whdo 
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6.475 
7.400 
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. 360 
040 
.720 
400 
.080 
.760 
.440 
120 


730 
460 
190 
920 
650 
380 
110 
840 
570 
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560 
340 
i WA0) 
.900 
.680 
.460 
240 
.020 


830 
660, 
490, 
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150 
980 
810 
640 
470 


880 
.760 
640 
.520 
400 
280 
. 160 
040 
920 
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cs 
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ANOnd 
oooo 


5.580 
6.510 
7.440 


0.7 


685 
370 
055 
. 740 
425 
.110 
(bb 
.480 
. 165 


.735 
.470 
205 
940 
675 
410 
145 
880 
615 


785 
570 
355 
140 
ES 
.710 
495 
. 280 
-065 


835 
670 
505 
.340 
175 
010 
845 
680 
S15 


885 
.770 
655 
.540 
425 


195 
.080 
965 


.935 
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4.675 
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7.480 
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110 
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.560 
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TABLE I1I—Continued 


D C 0.0 Owl 0.2 0.3 0.4 OS Oey | (0): 7/ 
1 0.950} 0.955} 0.960} 0.965) 0.970} 0.975) 0.980} 0.985 
eZ 1.900} 1.910} 1.920) 1.930] 1.940} 1.950} 1.960) 1.970 
3 2.850] 2.865} 2.880] 2.895) 2.910} 2.925) 2.940] 2.955 
4 3.800} 3.820) 3.840} 3.860} 3.880) 3.900} 3.920) 3.940 
19 5 4.750} 4.775] 4.800} 4.825] 4.850} 4.875] 4.900] 4.925 
6 5.700} 5.730) 5.760} 5.790) 5.820} 5.850) 5.880] 5.910 
7 6.650} 6.685} 6.720} 6.755] 6.790} 6.825} 6.860) 6.895 
8 7.600) 7.640} 7.680) 7.720} 7.760) 7.800] 7.840) 7.880 
9 8.550) 8.595] 8.640} 8.685} 8.730} 8.775} 8.820} 8.865 
1 1.000} 1.005} 1.010} 1.015) 1.020)'1.025; 1.030} 1.035 
2 2.000} 2.010} 2.020) 2.030] 2.040} 2.050} 2.060) 2.070 
3 3.000} 3.015] 3.030} 3.045} 3.060) 3.075) 3.090} 3.105 
4 | 4.000} 4.020) 4.040) 4.060} 4.080) 4.100) 4.120) 4.140 
20 5 5.000) 5.025) 5.050) 3 075 oe 1005 e125) rondo O omens 
6 | 6.000} 6.030) 6.060} 6.090} 6.120) 6.150} 6.180) 6.210 
7 7.000! 7.035) 7.070) 7. 105) 7.140) 7. 17S) 7 2107220 
8 8.000} 8.040} 8.080) 8.120] 8.160} 8.200} 8.240) 8.280 
9 9.000} 9.045} 9.090) 9.135) 9.180} 9.225) 9.270) 9.315 
1 1.050} 1.055} 1.060] 1.065) 1.070} 1.075] 1.080} 1.085 
2 2.100) 2.110} 2.120) 2.130} 2.140) 2.150] 2.160) 2.170 
3 3.150} 3.165] 3.180) 3.195) 3.210) 32 225/53. 240/Rse2o0 
4 | 4,200} 4.220) 4.240] 4.260) 4.280) 4.300} 4.320) 4.340 
21 5 5.250] 5.275) 5.300) 5.325) 5.350) 5.375] 5.400) 5.425 
6 6.300} 6.330) 6.360) 6.390} 6.420) 6.450} 6.480) 6.510 
a 7.350} 7.385] 7.420) 7.455] 7.490] 7.525) 7.560] 7.595 
8 8.400] 8.440} 8.480) 8.520} 8.560) 8.600) 8.640} 8.680 
9 9.450} 9.495} 9.540) 9.585} 9.630} 9.675] 9.720) 9.765 
1 1.100) 1.105) 1.110) 1.115) 1.120) 1.125) 17 130)s ess 
2 2.200} 2.210) 2.220} 2.230) 2.240) 2.250] 2.260) 2.270 
3 3.300] 3.315} 3.330) 3.345] 3.360} 3.375] 3.390) 3.405 
4 | 4.400} 4.420) 4.440) 4.460; 4.480) 4.500) 4.520} 4.540 
22 5 5.500] 5.525) 5.550) 5.575] 5.600) 5.625) 5.650) 5.679 
6 6.600) 6.630} 6.660) 6.690) 6.720} 6.750) 6.780} 6.810 
7 7.700} 7.735) 7.770) 7.805] 7.840) 7.875} 7.910} 7.945 
8 8.800} 8.840} 8.880] 8.920} 8.960} 9.000) 9.040} 9.080 
9 9.900} 9.945} 9.990)10.035/10.080)10.125]10.170)10.215 
1 1.150) 1.155} 1.160) 1.165) 1.170} 1.175} 1.180) 1.185 
2 2.300} 2.310} 2.320) 2.330} 2.340) 2.350) 2.360] 2.370 
3 3.450} 3.465] 3.480) 3.495) 3.510) 3.525) 3.540) 3.555 
4 | 4.600] 4.620) 4.640) 4.660) 4.680) 4.700) 4.720) 4.740 
23 ) 5.750} 5.775] 5.800} 5.825} 5.850} 5.875) 5.900) 5.925 
6 | 6.900} 6.930] 6.960) 6.990) 7.020) 7.050} 7.080) 7.110 
if 8.050) 8.085) 8.120] 8.155} 8.190} 8.225) 8.260) 8.295 
8 9.200} 9.240] 9.280) 9.320) 9.360) 9.400) 9.440) 9.480 
9 |10.350/10.395]10.440)10.485]10.530)10.575|10. 
1 15200) 1.205) 1.210) 1.215) 12220| 132252380 
2 2.400] 2.410) 2.420) 2.430} 2.440] 2.450/] 2.460 
3 3.600) 3.615) 3.630] 3.645) 3.660| 3.675] 3.690 
4 | 4.800) 4.820} 4.840} 4.860] 4.880] 4.900] 4.920 
5 6.000) 6.025) 6.050) 6.075) 6.100] 6.125] 6.150 
6 7.200} 7.230] 7.260) 7.290] 7.320] 7.350) 7.380 
yi 8.400) 8.435] 8.470) 8.505) 8.540} 8.575] 8.610) 
8 9.600] 9.640) 9.680) 9.720] 9.760] 9.800] 9.840] 9.88 
9 110.800}10. 10,935110.980!11.025111.070111. 11S!1 


965 
.960 
eh) 


WONAM PWNS 
Ne) 
an 
S 
ONAMPWNHO 
No) 
_ 
n 


045 
.090 
2135 
. 180 
3225 
.270 
315 
.360 
405 


WOMNDAUMPWHE 
NO 
So 
S 
OANA MNPWNHR 


.095 
.190 
. 285 
.380 
475 
.570 
665 
.760 
855 


WOODNIAMNPWNHHE 
bp 
cnr 
i) 
WODNIAMUPONE 


2s) 
.290 
435 
.580 
B25, 
.870 
01S 
. 160 
305 


SONA UNPWNHNE 
“I 
S 
S 
SOMADANPWONe 


_ 


ARR) 
.390 
585 
.780 
Sy) 
: .170 
8.330) 8.365 
a age a 560 


NOPONR 
nx 
a 
So 
NOP OQN 


25 


26 


27 


28 


29 


7. + The inte 


5 eee in each case, under the appropriate fractional part of the dividend. 


TABLES FOR VERIFYING COLORIMETRIC CALCULATIONS 65 


TABLE I1I—Continued 
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me 


Ss 
= WQreO 


FOOAONDMNWNH 


FOUNDA MNWHre 


CNM PNR NRFOOMONMNBNH NOWOMDAUNBENHE 


O:4- I Opp e0e6 
1.270] 1.275] 1.280 
2.540| 2.550] 2.560 
3.810] 3.825] 3.840 
5.080} 5.100] 5.120 
6.350| 6.375} 6.400 
7.620] 7.650| 7.680 
8.890| 8.925] 8.960 
10. 160/10. 200/10. 240 
11.430|11.475|11.520 
1.320] 1.325] 1.330 
2.640} 2.650) 2.660 
3.960| 3.975] 3.990 
5.280] 5.300] 5.320 
6.600) 6.625] 6.650 
7.920] 7.950| 7.980 
9.240] 9.275] 9.310 
10. 560|10.600/10.640 
11.880/11.925/11.970 
1.370] 1.375] 1.380 
2.740| 2.750| 2.760 
4.110] 4.125] 4.140 
5.480} 5.500] 5.520 
6.850} 6.875] 6.900 
8.220] 8.250} 8.280 
9.590) 9.625] 9.660 
10.960]11.000/11.040 
12.330/12.375]12.420 
1.420] 1.425] 1.430 
2.840] 2.850] 2.860 
4.260| 4.275| 4.290 
5.680] 5.700] 5.720 
7.100| 7.125] 7.150 
8.520} 8.550| 8.580 
9.940} 9.975/10.010 
11.360|11.400|11.440 
12.780] 12.825|12.870 
1.470] 1.475] 1.480 
2.940] 2.950) 2.960 
4.410) 4.425] 4.440 
5.880} 5.900| 5.920 
7.350| 7.375| 7.400 
8.820] 8.850| 8.880 
10.290] 10.325/10. 360 
11.760|11.800/11.840 
13 .230]13.275|13.320 
1.520] 1.525] 1.530 
3.040] 3.050| 3.060 
4.560] 4.575] 4.590 
6.080] 6.100| 6.120 
7.600] 7.625| 7.650 
9.120| 9.150] 9.180 
10 .640|10.675|10.710 
12. 160|12.200|12.240 
13 .680/13.725|13.770 


i=) 
“I 


pee 


ee 


me 
CONONPNF NRF ODAMNPHH NCOMAUBNeH 


— 
— 


FPOOANNDAUNWN-H 


0.8 0.9 
LE Z2SOW E295 
2.580) 2.590 
3.870] 3.885 
5.160) 5.180 
6.450} 6.475 
7.740) 7.770 
9.030} 9.065 
10.320/10.360 
11.610}11.655 
1.340} 1.345 
2.680) 2.690 
4.020} 4.035 
5.360} 5.380 
6.700} 6.725 
8.040) 8.070 
9.380) 9.415 
10.720/10.760 
12.060}12.105 
1.390) 1.395 
2.780) 2.790 
4.170] 4.185 
5.560) 5.580 
6.950) 6.975 
8.340) 8.370 
9.730] 9.765 
11.120)11.160 
12. S10)12 2555 
1.440} 1.445 
2.880} 2.890 
4.320| 4.335 
5.760) 5.780 
7.200) 7.225 
8.640) 8.670 
10.080)10.115 
11.520/11.560 
12 .960}13 .005 
1.490} 1.495 
2.980) 2.990 
4.470} 4.485 
5.960} 5.980 
7.450) 7.475 
8.940} 8.970 
10.430/10.465 
11 .920}11.960 
13.410)13.455 
1.540) 1.545 
3.080} 3.090 
4.620) 4.635 
6.160} 6.180 
Pe TOOT 25 
9.240) 9.270 
10.780)10.815 
12:320)12.360 
13 .860|13.905 


e page. The constant factors, C, are shown in the second column, and 


to 1000 times as great are paltakied by moving the decimal point. 


OF the parts of the dividends, D, are shown in the first column, and the fractional parts 


roducts are 
alues from 
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TABLE IV 


VALUES FOR DIVIDENDS DIVIDED BY 25 AND MULTIPLIED BY 1 TO 9 
= WHEN COLORIMETER READINGS RANGE FROM 16.0 TO 37.9 


| <a 

D C 0.0 Ou 0.2 ORS 0.4 0.5 0.6 |). OF 7eOnemmeO.9 

1 0.640) 0.644) 0.648} 0.652) 0.656) 0.660) 0.664) 0.668) 0.672! 0.676 

yp) 1.280) 1.288) 1.296) 1.304) 1.312] 1.320) 1.328) 1.336] 1.344) 1.352 

3 1.920} 1.932} 1.944} 1.956} 1.968} 1.980] 1.992) 2.004] 1.016] 2.028 

4 2.560] 2.576} 2.592} 2.608] 2.624) 2.640} 2.656) 2.672) 2.688) 2.704 
16 5 3.200] 3.220} 3.240] 3.260) 3.280) 3.300) 3.320) 3.340) 3.360) 3.380 

6 3.840} 3.864] 3.888] 3.912] 3.936} 3.960} 3.984} 4.008] 4.032] 4.056 

7 4.480) 4.508] 4.536] 4.564] 4.592) 4.620) 4.648) 4.676] 4.704] 4.732 

8 5.120) 5.152} 5.184} 5.216} 5.248) 5.280] 5.312) 5.344] 5.376) 5.408 

9 5.760) 5.796] 5.832] 5.868} 5.904) 5.940) 5.976] 6.012) 6.048] 6.084 

1 0.680} 0.684} 0.688) 0.692} 0.696] 0.700} 0.704] 0.708] 0.712] 0.716 

2 1.360} 1.368) 1.376) 1.384] 1.392) 1.400) 1.408) 1.416) iee24i01 432 f 

3 2.040) 2.052) 2.064] 2.076} 2.088] 2.100) 2.112) 2.124) 2.136] 2.148 

4 2.720) 2.736} 2.752] 2.768) 2.784] 2.800] 2.816] 2.832] 2.848) 2.864 — 
Ts 5 3.400} 3.420] 3.440} 3.460} 3.480} 3.500) 3.520} 3.540] 3.560) 3.580 

6 4.080) 4.104) 4.128] 4.152] 4.176] 4.200) 4.224) 4.248) 4.272] 4.296 

ii 4.760] 4.788] 4.816) 4.844) 4.872) 4.900] 4.928] 4.956] 4.984) 5.012 

8 5.440) 5.472} 5.504) 5.536) 5.568} 5.600) 5.632) 5.664] 5.696] 5.728 

9 6.120} 6.156] 6.192} 6.228) 6.264] 6.300) 6.336} 6.372) 6.408) 6.444 

1 0.720] 0.724) 0.728} 0.732} 0.736} 0.740} 0.744] 0.748 0.752 0.756 

2 1.440) 1.448] 1.456} 1.464} 1.472} 1.480] 1.488] 1.496] 1.504) 1.512 © 

3 2.160] 2.172] 2.184; 2.196} 2.208) 2.220) 2.232] 2.244) 2.256) 2.268 

4 2.880} 2.896} 2.912} 2.928} 2.944} 2.960] 2.976} 2.992) 3.008) 3.024 
18 5 3.600} 3.620] 3.640] 3.660] 3.680] 3.700] 3.720] 3.740] 3. at 3.780 

6 4.320} 4.344) 4.368) 4.392] 4.416] 4. 4.464] 4.488] 4.5 

7 5.040) 5.068) 5.096] 5.124) 5.152! 5. 5.208} 5.236 

8 5.760} 5.792) 5.824) 5.856} 5.888] 5. 5.952| 5.984 

9 6.480) 6.516] 6.552} 6.588] 6.624) 6. 6.696] 6.732 

1 0.760} 0.764) 0.768) 0.772| 0.776) 0. 0. 0. 

2 1520) 1,528) 1.536) e544 (ie soz ale 1% ‘lis 

3 2e280) 29292) 2.304 RoR olOls2noZ2e aor OR Qe 

+f 3.040) 3.056] 3.072} 3.088) 3.104] 3. Se 3 

5 3.800) 3.820) 3.840] 3.860} 3.880} 3. On oe 

6 4.560] 4.584} 4.608] 4.632] 4.656) 4. 4. 

7 5.320) 5.348] 5.376} 5.404) 5.432) .5. Se 

8 6.080) 6.112} 6.144) 6.176) 6.208] 6. 6. 

9 6.840] 6.876) 6.912} 6.948] 6.984] 7. Tike 

1 0.800} 0.804) 0.808} 0.812] 0.816] 0. 0. 

#3 1.600) 1.608] 1.616} 1.624} 1.632) 1. i 

3 2.400} 2.412) 2.424] 2.436] 2.448) 2. 

4 | 3.200) 3.216) 3.232] 3,248) 3.264) 3. 

| 5S | 4.000] 4.020) 4.040} 4.060] 4.080 
| 6 | 4.800] 4.824) 4.848! 4.872] 4.896 
i 5.600} 5.628] 5.656] 5.684] 5.712 
ag 
i) 


| 6.400) 6.432) 6.464] 6.496] 6.528 
200} 7.236] 7.272 


7.308] 7.344] 7. 
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TABLE IV—Continued 
D | C 0.0 0.1 0.2 0.3 0.4 0.5 0.6 OR7 0.8 0.9 

(| 1 0.840] 0.844) 0.848) 0.852] 0.856) 0.860) 0.864} 0.868] 0.872] 0.876 
2 POsUml OSG milsO9G) 1 0704 1.7121) 1.7201 1.728) 1.7361 1.744| 1.752 
3 2.520) 2.532) 2.544) 2.556) 2.568] 2.580} 2.592] 2.604] 2.616] 2.628 
4 3.360) 3.376} 3.392) 3.408] 3.424) 3.440] 3.456] 3.472] 3.488] 3.504 
21 5 4.200) 4.220) 4.240} 4.260) 4.280} 4.300] 4.320} 4.340) 4.360] 4.380 
6 5.040} 5.064) 5.088} 5.112) 5.136) 5.160} 5.184) 5.208] 5.232] 5.256 
7 5.880) 5.908} 5.936) 5.964] 5.992) 6.020] 6.048] 6.076] 6.104) 6.132 
8 6.720] 6.752) 6.784| 6.816} 6.848) 6.880) 6.912] 6.944) 6.976] 7.008 
9° | 7.560) 7.596) 7.632) 7.668} 7.704) 7.740] 7.776) 7.812] 7.848) 7.884 
1 0.880} 0.884} 0.888} 0.892] 0.896] 0.900} 0.904! 0.908) 0.912] 0.916 
2 1.760) 1.768} 1.776) 1.784] 1.792 1.800) 1.808) 1.816) 1.824] 1.832 
3 2.640) 2.652) 2.664) 2.676] 2.688) 2.700] 2.712) 2.724) 2.736] 2.748 
+f 3.520) 3.536) 3.552) 3.568) 3.584; 3.600) 3.616] 3.632) 3.548] 3.664 
22 5 4.400} 4.420] 4.440) 4.460} 4.480) 4.500) 4.520) 4.540) 4.560] 4.586 
AN5) 5.280} 5.304} 5.328] 5.352) 5.376) 5.400} 5.424] 5.448) 5.472) 5.496 
7 6.160} 6.188} 6.216) 6.244] 6.272) 6.300) 6.328] 6.356] 6.384) 6.412 
8 7.040) 7.072) 7.104) 7.136] 7.168} 7.200] 7.232] 7.264) 7.296] 7.328 
9 7.920) 7.956} 7.992) 8.028) 8.064) 8.100) 8.136) 8.172) 8.208] 8.244 
1 0.920) 0.924) 0.928] 0.932) 0.936) 0.940} 0.944] 0.948} 0.952) 0.956 
2 1.840} 1.848} 1.856) 1.864) 1.872] 1.880} 1.888] 1.896} 1.904] 1.912 
3 2.760} 2.772] 2.784) 2.796} 2.808) 2.820] 2.832] 2.844) 2.856} 2.868 
4 3.680} 3.696} 3.712} 3.728) 3.744! 3.760) 3.776] 3.792] 3.808) 3.824 
25 5 4.600) 4.620] 4.640} 4.660) 4.680} 4.700) 4.720) 4.740] 4.760] 4.780 
6 5.520} 5.544) 5.568) 5.592) 5.616) 5.640} 5.664) 5.688) 5.712] 5.736 
tf 6.440} 6.468) 6.496} 6.524] 6.552) 6.580} 6.608) 6.636) 6.664] 6.692 
8 7.360) 7.392) 7.424) 7.456] 7.488] 7.520} 7.552) 7.584] 7.616] 7.648 
9 8.280) 8.316) 8.352) 8.388] 8.424) 8.460) 8.496] 8.532) 8.568] 8.604 
1 0.960} 0.964) 0.968} 0.972) 0.976) 0.980} 0.984} 0.988) 0.092) 0.996 
#) 1.920} 1.928) 1.936) 1.944) 1.952) 1.960} 1.968} 1.976) 1.984; 1.992 
3 2.880) 2.892) 2.904) 2.916} 2.928] 2.940) 2.952) 2.964) 2.976) 2.988 
4 3.840] 3.856} 3.872) 3.888} 3.904) 3.920} 3.936) 3.952] 3.968) 3.984 
24 5) 4.800} 4.820] 4.840} 4.860) 4.880} 4.900} 4.920} 4.940] 4.960} 4.980 
6 5.760) 5.784} 5.808) 5.832} 5.856] 5.880} 5.904] 5.928! 5.952) 5.976 
a 6.720} 6.748) 6.776) 6.804! 6.832) 6.860) 6.888} 6.916) 6.944) 6.972 
8 7.680} 7.712) 7.744| 7.776] 7.808) 7.840] 7.872] 7.904, 7.936) 7.968 
9 8.640} 8.676} 8.712] 8.748] 8.784] 8.820) 8.856) 8.892) 8.928] 8.964 
1 1.000} 1.004) 1.008) 1.012} 1.016} 1.020) 1.024) 1.028) 1.032! 1.036 
2) 2.000) 2.008} 2.016} 2.024; 2.032) 2.040) 2.048} 2.056) 2.064] 2.072 
3 3.000} 3.012} 3.024) 3.036] 3.048] 3.060} 3.072) 3.084) 3.096} 3.108 
4 4.000] 4.016] 4.032) 4.048) 4.064) 4.080} 4.096) 4.112} 4.128} 4.144 
25 5 5.000) 5.020} 5.040} 5.060; 5.080} 5.100) 5.120} 5.140) 5.160} 5.180 
6 6.000} 6.024) 6.048} 6.072) 6.096} 6.120) 6.144) 6.168).6.192| 6.216 
7 7.000} 7.028) 7.056) 7.084) 7.112] 7.140) 7.168] 7.196) 7%224) 7.252 
8 8.000) 8.032} 8.064) 8.096} 8.128) 8.160} 8.192} 8.224) 8.256} 8.288 
9 | 9.000} 9.036] 9.072} 9.108} 9.144] 9.180] 9.216) 9.252) 9.288) 9.324 
1 1.040} 1.044) 1.048) 1.052} 1.056} 1.060} 1.064) 1.068) 1.072] 1.076 
2 2.080] 2.088] 2.096] 2.104! 2.112) 2.120} 2.128) 2.136) 2.144) 2.152 
3 3.120) 3.132} 3.144) 3.156] 3.168) 3.180) 3.192) 3.204) 3.216) 3.228 
4 | 4.160] 4.176) 4.192] 4.208] 4.224) 4.240] 4.256] 4.272) 4.288] 4.304 
5 | 5.200) 5.220} 5.240) 5.260) 5.280) 5.300) 5.320) 5.340} 5.360! 5.380 
6 | 6.240] 6.264) 6.288] 6.312) 6.336) 6.360] 6.384] 6.408) 6.432] 6.456 

7 | 7.280) 7.308) 7.336) 7.364) 7.392] 7.420| 7.448) 7.476) 7.504| 7. 

8 | 8.320) 8.352) 8.384) 8.416] 8.448} 8.480} 8.512) 8.544) 8.576) 8. 
9 | 9.360! 9.396] 9.432] 9.468) 9.504! 9.540! 9.576! 9.612! 9.648) 9.684 
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TABLE IV—Continued 


D 6 0.0 0.1 OZ 0.3 Oud 1 S005 0.6 0% 0.8 0.9 
1 1.080} 1.084] 1.088) 1.092} 1.096} 1.100) 1.104) 1.108] 1.112} 1.116 
2 2.160) 2.168) 2.176) 2.184) 2.192) 2.200) 2. 208/S220Gteee24 eo e232 
3 3.240) 3.252} 3.2641 3.276) 3.288] 3.300} 3.312) 3.324) 3.336] 3.348 
4 | 4.320) 4.336) 4.352) 4.368! 4.384) 4.400] 4.416) 4.432) 4.448) 4.464 
Dif 5 5.400) 5.420} 5.440; 5.460) 5.480} 5.500} 5.520) 5.540} 5.560} 5.580 
6 | 6.480) 6.504) 6.528) 6.552} 6.576) 6.600} 6.624) 6.648! 6.672) 6.696 
7] 7.560) 7.588] 7.616) 7.644) 7.672) 7.700] 7.728] 7.756] 7.784) 7.812 
8 8.640] 8.762] 8.704) 8.736) 8.768) 8.800) 8.832) 8.864) 8.896] 8.928 
9 9.720| 9.756] 9.792) 9.828] 9.864) 9.900} 9.936) 9.972)10.008)10.044 
1 1.120) 1.124) 1.128) 1.132} 1.136} 1.140) 1.144) 1.148} 1.152) 1.156 
2 2.240) 2.248) 2.256) 2.264) 2.272) 2.280) 2.288) 2.296) 2.304) 2.312 
3 3.360) 3.372) 3.384) 3.396) 3.408) 3.420) 3.432) 3.444) 3.456] 3.468 
4 | 4.4860) 4.496) 4.512] 4.528) 4.544 4.560] 4.576] 4.592) 4.608] 4.624 
28 5 5.600) 5.620) 5.640) 5.660) 5.680) 5.700) 5.720) 5.740) 5.760) 5.780 
6 | 6.720) 6.744) 6.768) 6.792) 6.816] 6.840) 6.864] 6.888] 6.912) 6.936 
i 7.840) 7.868) 7.896) 7.924) 7.952} 7.98C] 8.008] 8.036] 8.064] 8.092 
8 8.960} 8.992) 9.024) 9.056} 9.088) 9.120) 9.152} 9.184) 9.216] 9.248 
9 |10.080)10.116)10.152)10.188)10.224/10.260,/10.296)10.332|10.368|10.404 
ele 1.160) 1.164) 1.168} 1.172) 1.176] 1.180} 1.184] 1.188] 1.192] 1.196 
2 2.320) 2.328) 2.336) 2.344) 2.352) 2.360] 2.368) 2.376] 2.384] 2.392 
3 3.480) 3.492) 3.504) 3.516) 3.528) 3.540] 3.552) 3.564) 3.576] 3.588 
4 | 4.640) 4.656) 4.672) 4.688) 4.704) 4.720} 4.736] 4.752) 4.768] 4.784 
29 5 5.800} 5.820) 5.840) 5.860} 5.880) 5.900} 5.920} 5.940} 5.960) 5.980 
6 6.960} 6.984) 7.008] 7.032} 7.056) 7.080} 7.104; 7.128] 7.152] 7.176 
7 8.120) 8.148) 8.176} 8.204) 8.232} 8.260] 8.288) 8.316] 8.344] 8.372 
8 9.280) 9.312| 9.344) 9.376) 9.408) 9.440} 9.472) 9.504] 9.536) 9.568 
9 |10.440/10.476)10.512/10.548)10.584|/10.620|10.656]10.692|10.728|10.764 
1 1.200) 1.204) 1.208} 1.212} 1.216) 1.220) 1.224] 1.228] 1.232] 1.236 
2 2.400) 2.408) 2.416} 2.424) 2.432] 2.440] 2.448] 2.456] 2.464] 2.472 
3 3.600) 3.612! 3.624) 3.636) 3.648) 3.660] 3.672) 3.684) 3.696] 3.708 
4 | 4.800) 4.816, 4.832) 4.848) 4.864) 4.880] 4.896] 4.912] 4.928] 4.944 
30 5 6.000) 6.020} 6.040) 6.060) 6.080) 6.100) 6.120) 6.140] 6.160] 6.180 
6 7.200) 7.224) 7.248) 7.272) 7.296] 7.320] 7.344] 7.368] 7.392] 7.416 
7 8.400} 8.428) 8.456] 8.484) 8.512] 8.540) 8.568] 8.596] 8.624] 8.652 
8 9.600} 9.632) 9.664) 9.696] 9.728] 9.760) 9.792] 9.824! 9.856] 9.888 
9 |10.800/10.836]10.872|10.908)10.944/10.980|11.016)11.052/11.088]11. 124 
(Ci) 1.240} 1.244) 1.248) 1.252] 1.256) 1.260] 1.264) 1.268] 1.272] 1.276 
2 2.480) 2.488) 2.496] 2.504) 2.512} 2.520) 2.528] 2.536] 2.544] 2.552 
3 3.720) 3.732) 3.744) 3.756) 3.768] 3.780] 3.792] 3.804) 3.816] 3.828 
4 | 4.960) 4.976) 4.992) 5.008] 5.024] 5.040) 5.056} 5.072] 5.088] 5.104 
Sl eS 6.200} 6.220) 6.240} 6.260} 6.280] 6.300} 6.320) 6.340} 6.360] 6.380 
6 7.440) 7.464| 7.488] 7.512) 7.536] 7.560) 7.584] 7.608] 7.632] 7.656 
if 8.680) 8.708] 8.736) 8.764) 8.792| 8.820) 8.848] 8 | 8.904) 8.932 
8 | 9.920) 9.952) 9.984)10.016/10.048/10.080)10.112}10 208 
9 |11.160)11.196]11.232)11.268)11.304)11.340]11.376/11 484 
1 1.280) 1.284) 1.288] 1.292} 1.296] 1.300) 1. 
2 2.560} 2.568] 2.576} 2.584] 2.592) 2.600) 2. 
3 3.840} 3.852] 3.864] 3.876} 3.888] 3.900) 3. 
4 | 5.120) 5.136} 5.152) 5.168] 5.184) 5.200] 5.2 
5 6.400) 6.420) 6.440} 6.460] 6.480] 6.500] 6. 
6 7.680} 7.704) 7.728) 7.752) 7.776} 7.800) 7. 
7 8.960) 8.988) 9.016} 9.044) 9.072] 9.100} 9. 
8 |10.240]10.272|10.304|10.336]10.368/10.400]10.432|1 
Sal 


520/11, 556/11,592/11.628/11.664/11.700|11.73611.77 
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TABLE IV—Continued 


D | C 0.0 O.1 Ome 0.3 0.4 0.5 0.6 0.7 0.8 0.9 
—_—-— | 
1 1.320) 1.324| 1.328) 1.332) 1.336] 1.340) 1.344) 1.348] 1.352] 1.356 
2 2.640) 2.648] 2.656) 2.664, 2.672) 2.680} 2.688] 2.696} 2.704] 2.712 
3 3.960) 3.972) 3.984) 3.996) 4.008) 4.020} 4.032} 4.044! 4.056) 4.068 
4 5.280) 5.296) 5.312) 5.328] 5.344) 5.360) 5.376} 5.392) 5.408] 5.424 
5 6.600} 6.620) 6.640! 6.660) 6.680} 6.700] 6.720) 6.740] 6.760) 6.780 
6 7.920! 7.944) 7.968} 7.992} 8.016] 8.040] 8.064) 8.088] 8.112] 8.136 
7 9.240) 9.268) 9.296) 9.324) 9.352] 9.380) 9.408) 9.436] 9.464) 9.492 
8 |10.560)10.592/10.624/10.656|10.688/10.720)10.752|10.784|10.816) 10.848 
9 |11.880)11.916)11.952/11 .988]12.024/12 .060}12.096]12.132)12.168]12.204 
1 1.360} 1.364) 1.368) 1.372] 1.376) 1.380) 1.384] 1.388] 1.392] 1.396 
2 2.720) 2.728) 2.736) 2.744) 2.752) 2.760) 2.768) 2.776) 2.784) 2.792 
3 4.080} 4.092) 4.104} 4.116} 4.128] 4.140] 4.152] 4.164] 4.176] 4.188 
4 | 3.440) 5.456) 5.472) 5.488) 5.504] 5.520) 5.536] 5.552] 5.568] 5.584 
5 6.800) 6.820, 6.840) 6.860) 6.880} 6.900} 6.920) 6.940] 6.960) 6.980 
6 8.160) 8.184) 8.208) 8.232] 8.256) 8.280) 8.304] 8.328] 8.352] 8.376 
7 9.520) 9.548) 9.576) 9.604] 9.632] 9.660) 9.688] 9.716] 9.744) 9.772 
8 |10.880)10.912)10.944/10.976)11.008|11.040}11.072)11.104/11.136/11.168 
9 |12.240)12.276}12.312)12.348]12.384/12.420)12.456]12.492/12.528/12.564 
1 1.400) 1.404) 1.408) 1.412} 1.416) 1.420} 1.424) 1.428] 1.432] 1.436 
2 2.800) 2.808) 2.816) 2.824) 2.832) 2.840] 2.848] 2.856] 2.864] 2.872 
3 | 4.200) 4.212) 4.224) 4.236] 4.248] 4.260] 4.272) 4.284] 4.296] 4.308 
4 | 5.600} 5.616} 5.632} 5.648] 5.664] 5.680} 5.696] 5.712] 5.728] 5.744 
5 7.000) 7.020) 7.040) 7.060] 7.080) 7.100) 7.120) 7.140) 7.160) 7.180 
6 8.400) 8.424) 8.448) 8.472) 8.496) 8.520) 8.544] 8.568] 8.592) 8.616 
Hi 9.800} 9.828} 9.856) 9.884) 9.912} 9.940) 9.968) 9.996/10.024)10.052 
8 |11.200)11.232)11.264)11.296)11.328]11.360)11.392|11.424/11.456}11.488 
9 |12.600}12.636)12.672)12.708]12.744)12.780)12.816/12.852/12.888]12.924 
1 1.440} 1.444) 1.448) 1.452) 1.456} 1.460} 1.464) 1.468] 1.472) 1.476 
2 2.880) 2.888] 2.896) 2.904) 2.912} 2.920} 2.928] 2.936] 2.944) 2.952 
3 | 4.320) 4.332) 4.344) 4.356) 4.368] 4.380] 4.392) 4.404] 4.416) 4.428 
4 | $.760| 5.776} 5.792) 5.808] 5.824] 5.840] 5.856} 5.872) 5.888] 5.904 
5 7.200) 7.220) 7.240) 7.260) 7.280} 7.300} 7.320) 7.340] 7.360) 7.380 
6 8.640) 8.664) 8.688] 8.712] 8.736] 8.760] 8.784) 8.808] 8.832) 8.856 
7 |10.080)10.108)10. 136/10. 164/10. 192/10.220]10.248/10.276]10.304/10.332 
8 }11.520)11.552}11.584)11 .616/11 648/11 .680/11.712}11.744/11.776}11.808 
9 |12.960]12.996}13 032/13 .068}13. 104/13 .140)13.176/13.212/13.248)13.284 
1 1.480) 1.484) 1.488} 1.492) 1.496} 1.500} 1.504; 1.508} 1.512) 1.516 
2 2.960) 2.968) 2.976} 2.984) 2.992) 3.000] 3.008] 3.016} 3.024) 3.032 
3 | 4.440! 4.452) 4.464) 4.476] 4.488) 4.500; 4.512) 4.524) 4.536) 4.548 
4 | 5.920] 5.936} 5.952] 5.968; 5.984! 6.000! 6.016} 6.032| 6.048) 6.064 
5) 7.400} 7.420] 7.440) 7.460) 7.480) 7.500) 7.520) 7.540) .7.560| 7.580 
6 8.880} 8.904) 8.928] 8.952) 8.976) 9.000) 9.024} 9.048) 9:072/ 9.096 
7 |10,360/10.388]10.416/10.444/10.472|10.500/10.528]10.556,10.584/10.612 
8 {11.840)11.872|11.904/11.936/11.968}12 .000|12 .032/12.064/12 .096/12. 128 
9 |13.320]13 356/13 .392|13 .428)13 464/13 500/13 .536)13.572|13 608/13 .644 


CHAPTER IV 
COLORIMETER CALIBRATION AND CORRECTION CURVES ! 


BEER’S law, the basis of colorimetric analysis, holds only where the 
color formations in the solutions to be compared are perfectly formed 
and stable or are the same in both solutions. In actual analytical 
work the color formation is often incomplete or unstable and the 
results then do not obey Beer’s law. In other words, change in the 
amount of color or light means a change in the amount of reaction 
product. The customary method of overcoming this error is the use 
of a calibration or a correction curve, prepared experimentally with 
solutions of known concentrations. Such curves have appeared in the 
literature and are of great value in interpreting the results of analytical 
work and in calling attention to the magnitude of the error, but they 
must not be taken literally by the reader, as Wright? has recently — 
pointed out. Whether the different degrees of error, i.e., variations in 
the curves, are due to personal variation in matching colors that do not 
exactly match in tint, to differences among colorimeters, or to uncon- 
scious differences in technique, would be difficult to decide. It is, 
however, a simple matter to prepare such a curve, and if the average 
deviation from the mean at each concentration be calculated, a fair 
notion of the probable error of any reading may be had. The author, 
therefore, urges that a calibration or a correction curve be obtained 
for each method deviating from Beer’s law and that such graphs be not — 
used by others, without verification. 

Figures 36 and 37 illustrate two ways of constructing colorimeter 
curves. The data from which the curves are constructed are given in 
Table V. Column 1 of the table gives the readings of the standards 
when the unknown solutions are set at 20 mm. This procedure elim- 
inates all but a simple mental calculation when the solution 
Beer’s law, and when the data are plotted they yield a str 


1 This chapter was written with the assistance of Philip ee Kober, | 
2 J. Biol. Chem., 71, 209 (1926-27), ; 
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X=ratios 
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Mgs. of unknown per 100 cc. 


Fic. 36 * 


: x. Y 
* =a 
In the equations y should read x 
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instead ofacurve. (Figs.36 and 37.) Column 2 gives the ratios of 1 

readings of the standard to the readings of the unknowns; column . 
contains the concentrations of the unknown in milligrams per 100 cc. 
obtained in the usual way from these readings, ie., assuming Beer’s 
law is obeyed; while column 5 gives the actual concentrations to which 
the latter readings correspond. In column 4 the corrections are given. 


16 


Correction - mgs. per 100 cc. 


a aa 
i es ev Na 


10 20 30 40 5SO 60 70 80 90 100 110 120 130 
Observed values - mgs. per 100 cc, 


HIGio ss 


In Fig. 36 the ‘Actual Curve,” D, is obtained by plotting the 
colorimetric readings as abscissas against the actual concentrations as” 
ordinates. Theoretically the points should fall on the Pe Theoretical 
Curve,” but actually such is sometimes not the case, es ei 
concentrations of the standard and unknown solutions d 
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mm. when it matched the unknown kept at 20.0 mm. Find the 
amount of unknown per 100 cc. Read 16.6 on the y-axis, follow the 
horizontal line A till it intersects the “ actual curve,” then follow the 
vertical line B till it cuts the x-axis, and read the point of intersection. 
In this case, 86.0 mg. of unknown per 100 cc. is obtained. These 
curves are drawn on a small scale for the sake of convenience, but in 
actual work they may be constructed to any scale, sufficiently large to 
obtain any desired accuracy. 


Nae e C 
TABLE V “3 
Colorimeter Reading 
Standard Observed Substance, Mg. per 100 cc. Cos 
Uningre set at 20) | ae 
# : tion, 
Ratio of |Concentra- Mg. 
Readings, ofS tion of Pe 
(K= —0.244)| Actual |—————— Unknown, |Correction|Actual/Observed|Actual 100 
Y H. of Un. Mg. per Qe; 
100 cc, : 
4 (1) (2) (3) (4) (S) (6) (7) (8) 
Oe ee eee _ 
(3.80) | 2:50 | 0.125 12.50 |+17.50 | 30 30 | 44 |414 
%, 2575) 0.1875 18.75 16.25 35 he 48 |+13 
s (5.85) 5.00 0.250 25.00 15.00 40 40 52 |+12 
% 6.25 0.3125 Be Ae, ese Ae) 45 |, 45 96 |-+FIl 
er (8.18) 7.50 0.375 37.50 12.50 50. M50 60 |+10 
. 8.75 | 0.4375 Au Saw de 25 55 55 64 |+ 9 
> (10.30) 10.00 0.500 50.00 10.00 60 60 68 5/38 
; PIN25 0.5625 56.25 8.75 65 65 TL Nae 
T2200) 0.625 62.50 T00 70 70 76 \+ 6 
: eo .6875 | 68.75 | 6.25 | 75 |} 75. | 80 44 
4% (15.08) 15.00 0.750 > 75.00 5.00 80 80 84 {+ 4 
S } 16.25 0.8125 81.25 B75 85 85 88 |+ 3 
J 17.50 | 0.875 87.50 2.50 90 || 90 Gr 2 
3 18.75 0.9375 93.75 1.25 95 95 96 |+ 1 
= (20.00) | 20.00 | 1.000 100.00 0.00 | 100 | 100 | 100 |+ 0 
> t 21.25 1.0625 106.25 —1.25 105 105 104 |— 1 
4 22.50 wed 25) 112.50 2.50 110 110 108 j;— 2 
‘ 23.79 1.1875 118.75 m3 75 Teed el 112 |= 3 
; (25.07) 25.00 1.250 125.00 .} 5.00 4 
26.25 1.3125 £31225 —6.25 s) 
(27.50) 27.50 Mesa fe) 137.50 olds 6 
% : ee ° Bley, Ceyyehsin 
. H. of S. = Height of Standard 
. “¢ H. of Un. = Height of Unknown. three columns 
hacia | os 2 ge SES * lim , 
ne) WW 


A col- Platt ng Celu i" ) as ay ; o4 CL) 


74 COLORIMETER CALIBRATION AND CORRECTION CURVES 


TABLE VI 


DATA FOR CURVE F, Fic. 36 


asso ; «Ce 

eae K=—0.244 <5 = K=—0.244 
m4 y iG 4 
0.00 0.00 0.80 15.08 
0.10 0.62 0.90 17.52 
0.20 2E OZ 1.00 20.00 
0.30 3.82 1.10 22.50 
0.40 byef835) 1.20 25.00 
0.50 8.17 1.30 27.50 
0.60 10.30 1.40 29.92 
0.70 12.67 1.48 31,91 


The data in Table V may also be plotted as shown in Fig. 37 in 
which the observed values in column 6 are plotted as abscissas against 
the corrections, in column 8, as ordinates. - 

There are other ways of graphically recording colorimetric oe 
but the above two figures illustrate the more common forms of colorim- 
eter curves. It should be mentioned that in Table V the author has 
purposely used data which give large corrections (except near identical. 
concentration of unknown and standard). This has been done in 
order to bring out more strikingly the colorimeter curve. 

For precision work each color formation should be calibrated 
throughout the dilutions likely to be met with in actual work. This is 
necessary not only to eliminate any errors of the instrument or of the 
solvent and any idiosyncrasies of the observer, but also to check the 
completion of the color formation at each dilution. While the amount 
of color from a given quantity of colored substance is the same in 
accordance with Beer’s law, yet the colorimetric analyst is primarily 
concerned not with facing Beer’s law but with the production of as 
colored compound at different dilutions and under different conditions, 5 
and his concern is to get the maximum colored substance i in ne ch dilu- 


falls short of dome Hledion! particularly when the reartial 
in dilute solutions. Quite often, due to hydrolysis, chemi 
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tions have less color than the stronger solutions. In all such cases the 
calibration of the amount of color with the amount of substance 
becomes necessary as a prerequisite to precision work. Heretofore it 
was necessary to plot either a dilution or a correction curve. See 
Fig. 36 (curve D) and Fig. 37, respectively. But one worker in one 
laboratory would have difficulty in comparing his curve with that of 
another laboratory, because heretofore no general formula was avail- 
able to express the deviation from Beer’s law. 


TABLE VII 


Data FoR Fic. 38 


Pre i ler. 92.2. ee CEE : 

eed x: K=+0.244 ae — K=+0.244 
43 J we 4 
0.2 166.6 0.9 18.7 
0.3 13.95 1.0 20.0 
0.4 12.60 is he) 
0.5 13.23 1.8 32.50 
0.6 2.0 35.65 
0.7 15.6 2.6 45.3 
0.8 — 2.8 49.35 


Now, it has been found that between certain limits, sufficiently 
wide for most analytical work, the nephelometric formula developed by 
Kober to show deviation from Rayleigh’s formula will serve to express 
deviation from Beer’s law, thus giving mathematical expression to 
such deviations. 

In Figs. 36 and 39, lines C represent readings obtained when the 
color is proportional to the heights of solution in accordance with 
Beer’s law. Lines D and F2 represent a deviation when the color in 
the weaker solution is less than 100 per cent; Line £ (Fig. 38), when 
the color in the stronger solution is less than 100 per cent, which may 
_ be the case in colored suspensions. 

Kober’s formula in its original form was Y = Cs ar 
where Y = readings of the solution (he varied the unknown or more 
dilute solution), X = the ratio of the concentrations of the two solu- 
i ne S = the setting or reading of the solution kept at a constant 


. ia 
-. 
4. 
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height (he kept the standard at a constant height), 


for each solution. Kober then obtained a curve (Curve F, Fig. 39). 


34 
33 
32 
3] 
30 
29 
28 
2] 
26 
25 
24 
23 


COLORIMETER CALIBRATION AND CORRECTION CURVES 


ieee 


77 


K =a constant 


Curve Fy 
f 


_ly G-X) YK 
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0 


X=Ratios 


Fic. 39. 


10 20 30 40 50 60 70 80 90 100 110 120 130°140 150 160 170 180 
Mgs. of unknown per 100 c.c. 


As was pointed out on page 70, by keeping the unknown at a fixed 
_ height and varying the standard, the theoretical curve following Beer’s 
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TABLE VIII 


DaTA FOR CuRVES F,; AND Fy, IN Fic. 39 


aX S=20.0 
A) XS K=0.244 
ss ae cad sf 
x xX? 

Curve Fy; Curve F» ; 
x 4 x Y 
0.30 28.75 0.60 1230 *\ 
0.35 Shae 0.70 12.67 
0.40 31.70 0.80 15.08 
0.45 31.19 0.90 1752 
0.50 30.24 1.00 20.00 
0.60 27.91 1.10 22.50 
0.70 25.60 1.20 25.00 
0.80 23.48 1.30 27.50 
0.90 21.62 1.40 _. 29,92 
1.00 20.00 1.48 <a 
1.10 18.58 1.50 “ ‘Seaeees 
1.20 17.34 - Sn 
1.30 16.25 ; a= 
1.40 15.25 / ae 
1.50 14405 +4 
1.60 13.64 : 
1.70 12.94 ; 
1.80 124i 


z law will then become a straight line. By using Kober’s for mu 
he ees 
X2 
becomes a straight line; curves F, in Figs. 36 and 3! 
curves F, Fig. 39, when the concentrations of the 
3 standard turn 38 me curves pias oe. 


his curve beyond certain ] 
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would fall upon a straight line. In Fig. 40 the variations are 
given over a considerable scale and the constants of each line. 


10 12 14 16 18 20 20 24 26 28 30 32 34 36 38 40 42 44 46 
: , X=Ratios 
100 Mg. 200 Mg. 300 Mg. 400 Mg. 


Fie. 40. 
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stronger solution falls short of 100 per cent of color the constant has a 
positive sign. 


TABLE IX 
Data For Fic. 40 
When K=— K=+ 
Va We 
mm. mm. 
x=—456 113.8 1 
K=0.244 109.8 79.4 
0.200 104.3 S223 
0.150 99.8 tsi) A) 
0.100. 95.7 88.5 
0.050 


The formula will not only enable observers in different laboratories: 
to check up and express deviation from Beer’s law but will also enable 
them to determine the deviation by a single determination. A con- 
crete example will make this clear. Assuming one analyst has a 
standard solution of 10 mg. per liter, and an ‘‘ unknown ” made to 
contain 13.0 mg. per liter, the unknown is set at 20 mm. and the 
standard height varied. Let us assume it reads 27.55 mm., when equal 
lumination or color has been obtained in the eyepiece. Then 
S = 20mm., X = 1.3, Y = 27.55mm. Todetermine K, substituting 
in the formula 


gtk ee ne a a 
ec sac oe sa 
from which, put in the terms of A‘ - 
zqu OW”; 
joa OS 
Eee ene! 
we get X = 1.3 XA? = (1:69 
S = 20.0 AAS = oon 
Y = 27.55 XY = 35.815 
X25 — XY = — 2.015 4q 


(i — X)=—-03, -—(1-X)=+403, —~G—X)¥ =885 byvbs 
or 


— 2.015 
Kos or — 0.244. 
8.25 
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In other words this observer found the reading followed a colori- 
metric curve whose value for “ K ” in the above formula equaled 
— 0.244. 

If a second analyst used the same method by setting his “ un- 
known ” containing 20 mg. per liter at 30.0 mm. (instead of 20.0 mm. 
as above) and got a reading of 68.34 mm. for his standard solution 
(10 mg. per liter) when it matched that of the “ unknown,” could 
the observer find any comparison with the results obtained above? 

If the solution obeyed Beer’s law, the first observer would have 
gotten with his ratio of concentration +} = 1.3, aheight of 1.3 < 20 or 
26.0 mm.; actually there was obtained 26.00, which subtracted from 
27.55 = 1.55 mm. deviation in the reading. The second observer, 
with the use of Beer’s law, should have obtained with the ratio of 
concentration of {¢ = 2.0, a height of 2.0 X 30mm. or 60 mm., which 
subtracted from 68.34 = 8.34 mm. deviation. 

It is obyious that a study of the absolute deviations of the readings 
would not show whether the two observers were getting similar »r 
divergent results with the same method. 

Using the formula 


VY (1—X)YK 


s= 


~ xX x 
“Cr = 
X28 — XV 
en BSA HY 
Ey 


we find that the second observations are 


X= 2.0 X2= 40 
S = 30.0 . X25 = 120.0 
= 68.34 XY = 136.68 
B25 — XY = = 16.68 
Geek = — 10, — 4 — X) = +10, —(1 — X)Y = 68.34. 
—~16.68 
(ep —0.244, 


68.34 
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or the same deviation constant as was obtained by the first observer. 
In other words, the formula shows that in the two different tests by 
different observers the solution behaved in an identical manner. 

Note.—A number of graph sheets have been placed in the back of 
the book. It will be found convenient to use these in making calibra- 
tion and correction curves. Also, they are less likély to be lost here 
than in a loose-leaf notebook. 


CHAPTER V 
ERRORS IN COLORIMETRY 


In colorimetric analysis certain factors introducing variations and 
errors are frequently overlooked. Chief among these are variable 
sensitiveness of vision to different depths of color, the inability of many 
persons to judge colors accurately, and the bicolored nature of the 
solution. 

Variable Sensitiveness of Vision to Different Concentrations.— 
Horn and his co-workers! have made an experimental study of variable 
sensitiveness in colorimetry. They used solutions of CrO,—--, Cutt, 
and Cu(NH3)4++ ions and showed that with equal depths at certain 
definite concentrations, the comparisons in the colorimetric determi- 
nations of these ions can be made with greater ease and accuracy than 
at other concentrations. It is held by them that this relation is a 
“perfectly general one throughout colorimetry ” and they suggest 
that “ the curve of sensitiveness must be known in each colorimetric 
method if the method is to be used to greatest advantage and the 
results are not to be affected by errors of unknown magnitudes.” 

Imperfect Susceptibility to Color.2—Another cause of error in 
colorimetry is due to the inability of many persons to judge colors 
accurately. Practice will do much to enable a person to make good 
color comparisons, but it can never make up for a dulled or imperfect 
susceptibility to color. Great attention should be given to this point 
and an operator should test: himself thoroughly for each color 
by matching a standard against itself in several degrees of intensity. 
If he fails to obtain concordant results with a certain color, it is useless 
for him to go further with this color. In this connection it should be 
noted that a person who cannot use one method with accuracy is fre- 
quently able to use another with great precision. 

q 1 Am. Chem. J., 35, 253 (1906); zbid., 36, 195, 516 (1906); see also J. Leuba, J. Philos- 
ophy, Psychology, Scientific Methods, 4, No. 6, 166 (1907); Yoe and Hill, J. Am. Chem. 
— Soc. 49, 2395 (1927). 
2J. H. Yoe, J. Lab. Clin, Med., 18, 139 (1927.) 
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Fatigue and Eye Strain.*—Care must be taken on the part of the 
observer to avoid fatigue and eye strain. Failure to take this pre- 
caution may introduce:a serious error in otherwise excellent work. 
Especially is this precaution necessary when a long series of determina- 
tions is being made. In such a case, the use of a dark-room will aid 
greatly. Each observer must, of course, determine his capacity in 
this respect. 

‘‘ Fallacies in Colorimetry.”” Discussion by Dehn.4—Dehn has 
made a study of the “ fallacies in colorimetry ” and gives a full dis- 
cussion of them. Fortunately, most of these “ fallacies” can be 
avoided or reduced to a satisfactory minimum and hence the reader 
should not be discouraged at such an array of possible “ pitfalls.” 
As a matter of fact, colorimetry offers one of the most accurate means, 
and in some cases the only means, of quantitatively measuring minute 
quantities of substances. But it is hoped that the following para- 
graphs will help to emphasize the importance of studying the various 
sources of error of each colorimetric method employed. 

In most colorimetric determinations, the depth of solutions of the 
color standards are matched by various depths and concentrations 
of the solutions to be estimated; usually we have two columns of solu- 
tions of unequal length whose tints are matched to the limit of sensi- 
tiveness of the eye and whose solute-molecules are assumed to be the 
same in number. That the solute-molecules are not necessarily the 
same, not only in number but also in composition, may be concluded 
from studies of (1) their different optical distributions, (2) different 
equilibria resulting from ionization, (3) different equilibria resulting 
from hydrolysis, and (4) different equilibria resulting from chromo- 
isomerization. 

Different Optical Distributions.—In respect to different optical 
distributions, four cases appear—the matched solutions may have: 


(1) Equal volumes, equal depths, and equal cross-sections. 

(2) Equal volumes, equal depths, and unequal cross-sections, 

(3) Equal volumes, unequal depths, and unequal cross-sections. 
(4) Unequal volumes, unequal depths, and unequal cross-sections. 


It will be shown that all of these geometrical conditions 
errors which increase from Case 1 to Case 4. ; 


3 J. H. Yoe, loc, cit. 
4J. Am. Chem. Soc., 39, 1392 (1917). 
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Case 1.—If, for instance, two cylinders of equal diameter are used 
and the solutions contained therein are viewed along the lines of the 
major axes, such solutions appear as truncated cones whose distant 
cross-sections are concentric with the near and apparently larger cross- 
section. That these identical figures may appear identical, they must 
be viewed at equal distance and the lines of the major axes must 
always intersect on the retina.° When these conditions are met with, 
the viewed fields are identical but never homogeneous, owing to the 
fact that the near and distant surfaces of the liquids intercept unequal 
lines which continue and intersect on the retina. Therefore, though 
the central portions ® of the fields may be nearly homogeneous, the areas 
between the circumferences of the two concentric circles present fields 
of color rapidly decreasing toward the outer edges. The nearer the 
eye is to the viewed cylinder of solution, the less homogeneous will the 
viewed fields become; only at great distances will the viewed vol- 
umes appear approximately homogeneous and identical. 

In a similar manner it may be shown that other forms of equal 
volumes, equal depth, and uniform cross-section involve the same 
errors. Never are the fields of color homogeneous, for the reason that 
the near and distant bounding surfaces are parallel, whereas the true 
lines of vision may be conceived to radiate from the retina and become 
intercepted between the nearer and distant parallel planes, hence are 
of unequal lengths. 

Case 2.—With forms involving equal volumes, equal depths and 
different cross-sections, as, for instance, with cones, pyramids, sectors 
of spheres and their truncated forms, it can be demonstrated in a sim- 
ilar manner that homogeneous fields cannot be obtained; only with 
frustums of hollow spheres can homogeneity’ be obtained, and then 
only when the points of vision are coincidental with the spherical 
centers. 


5 Of course, the assumption is made that the eye operates as a point of vision, whereas 
owing to measurable widths of pupil and retina, the eye presents an area of vision. This 
condition tends to compensate the above described variations. 

6 Some colorimeters are so constructed as to bring into juxtaposition the central 
portions of the two fields and thus to reduce to a minimum this possibility of error. 

7 Both homogeneity and identity of color are possible only when equal concentrations 
of solute molecules are contained in equal volumes of the sphere-frustum form, Even 
then other constant conditions are necessary, such as concentration of OH~ and Hey 


When square uniform bottles of clear glass as containing vessels are viewed at distances 
f many feet, the sphere-frustum formed is approximated, See J. Am. Chem. Soc., 36, 
7, 837 (1914). 

7x... 
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Case 3.—When equal volumes of unequal’ depth are viewed longi- 
tudinally, the near cross-sections being the same or different, not only 
are homogeneity and identity of color impossible for the above-men- 
tioned reasons, but also two other physical conditions producing color 
variations are introduced. 

First, the more distant solute-molecules conceivably vary im’ size 
inversely as the square of the distance from the point of vision. ‘Though, 
of course, no individual molecule is visible, it is possible, though not 
demonstrable, that in near and distant viewings there may be physical 
differences produced in this manner by individual molecules or by 
molecules en masse. It is very probable, for this reason and for 
reasons given above, that the homogeneity of the viewed field is dis- 
turbed by the use of long tubes. Hence, it cannot be held that differ- 
ent columns of liquids of the same apparent tint contain the same num- 
ber of solute-molecules. 

The second physical conditions producing color variations in equal 
volumes of unequal depth is that more solute-molecules® will constantly 
be behind each other along the lines of vision in the longer columns than 
in the shorter columns. This physical difference probably affects the 
absorption of light like-colored, transparent disks of glass on a white 
field, when viewed singly or in columns of varied depths. ‘The latter 
positions give darker shades of color, whereas the former, within cer- 

8 Colorimeters of the immersion type involve volumes of liquids viewed as truncated 
cones, ‘They approximate the sphere-frustum form, when the depths of colored solutions 
are small and the distances from the eye are comparatively large. However, under any 
condition, the viewed fields are not homogeneous, the outer areas being darker than the 
central areas. 

Furthermore, in colorimeters of this type, the total viewed volumes are not directly 
proportional to the movements of the near, trans-base bounding surfaces. If the eye is 
at a distance of a from this nearer surface and at a distance of a + 6 from the further 


surface, when the former, with a radius of r, is moved toward the latter a distance of c, 
the ratio of viewed volumes can be shown to be expressed by 


a{(a + bd)? — (@+0)4] 

(a + c)*[(a + b)* — ad] 
and not expressed by the ratio of b-c/b. When, for instance, a = 2,6 = 2 andc = 1, the 
ratio of volumes is not 1 to 0.50 but 1 to 0.29 +. Now, then, if matchings of color of the 
entire fields are made, in this case, it will be observed an error of 42 per cent is made. 

9 Of course, it may be argued that the diameters of molecules are insignificant 
compared to the widths of intermolecular spaces and that, consequently, this 
influence is nil. Though perhaps nil in dilute solutions, packing of solute mo e( 
concentrated solutions certainly produces color variations, and possibly this 
important cause of lack of sensitiveness to changes of concentration in deep 
in solutions already very concentrated. 7 
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tain limits of being loosely or densely crowded, give the same shade. 
Therefore, it is not to be expected that a solution of definite concen- 
tration viewed in a certain depth will have exactly the same shade of 
color as that, for instance, of a solution in double concentration and 
viewed in one-half of its depth. 

Case 4.—When unequal volumes in unequal depth and different 
cross-sections are viewed in colorimeters, there are introduced not only 
all possible errors of different optical distributions, and of the two pos- 
sible physical effects mentioned, but also disturbances of the three 
equilibria of ionization, hydrolysis, and isomerization. 

Disturbances of Equilibria Resulting from Ionization.—In con- 
sidering the effects of ionization on colored solutes, two conditions must 
be recognized, viz., (1) the ionization of the solute-molecules them- 
selves, and (2) the ions of the solution as affecting the solute-mole- 
cules. For example, on the one hand, the ions yielded by methyl 
orange must be considered, and, on the other hand, the ions of acids 
and alkalies affecting methyl orange molecules must be considered. 

Opinion is almost universal that the one, the other, or both types of 
ionization affect the color of solute-molecules. However, studies! ° on 
the mass action of water on dyes, and especially on methyl orange, 
clearly demonstrate that color changes are primarily, if not entirely, 
independent of both types of ionization. In fact, it has been found that 
the molecular states of colored solutes are largely affected by hydroly- 
sis, and this influence, rather than the degrees of ionization, is opera- 
tive in transforming the molecules and in producing color changes. 
Therefore, whether or not ionization figures at all in color changes, it is 
certain that other factors, such as the stability of the salts of the indi- 
cator, the mass influence of water, and the effects of temperature, are 
far more important. !! 

Disturbances of Equilibria Resulting from Hydrolysis.—Whereas, 
in colorimetry, the solutions estimated as well as the solutions used for 
comparison are almost universally assumed to be monochromatic, 
experiments show that many of them are dichromatic, '” that is, they 
are usually bicolored, like the materials used as indicators. 

10 J. Am. Chem. Soc., 39, 1338, 1348 (1917). 

1 For the effects of temperature on color, see especially Kurbatov, J. Russ, Phys.- 
Chem. Soc., 89, 456 (1909); see also J. Am. Chem. Soc., 36, 845 (1914). 

12 Some may even be considered to be polychromatic. Many dyes, giving progressive 


changes of color from strong acid concentrations to strong alkaline concentrations, or 
‘s vice versa, can be showed to be mixtures of only two forms. 
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For several years (1914-17) experimental work was carried on by 
Dehn and his co-workers to estimate the variations of tints of colored 
solutes when affected by (1) acids and alkalies, (2) heat and cold, and 
(3) dilution and concentration. 

General knowledge in respect to the action of acids and alkalies on 
bicolored compounds is extensive and need not be discussed here. 
This important observation must be made—at sufficiently great dilu- 
tion, many, if not all, bicolored substances, whether in acidic or m alkaline 
solutions, are of the same tint. Therefore, with indicators, not only are 
the equilibrium actions of acids and alkalies to be considered but also 
the mass action of water; in other words, the concentration of the solu- 
tion used is not a matter of indifference in colorimetry. This was 
pointed out by Horn! and others, and later demonstrated by Dehn 
and his co-workers. !+# 

The latter workers have shown (1) that all solutions of chromates 
and dichromates above 0.007 per cent concentrations are mixtures of 
the two in aqueous equilibria, (2) that solutions of picrates above 0.001 
per cent concentrations are mixtures of tautomeric forms in aqueous 
equilibria, (3) that many dyes, especially those used as indicators, are 
changed in color by the mass action of water, and (4), finally, that all 
aqueous solutions of methyl orange, whether acidic or alkaline in reac- 
tion, are chromoisomeric mixtures in aqueous equilibria. 

In all colorimetric methods, it is either stated or implied that 
Beer’s law! is valid, namely, that the tint of colored solutions is 
dependent upon the mass of the solute and is independent of dilution. 
That this law does not hold in many cases, as recognized by numerous 
investigators, !® is easily understood, when it is observed that water 
and other solvents have a transforming influence on many colored 
solutes. Therefore, in all colorimetric methods such influences must 
be recognized, the limits of dilution!” must be set, and comparisons 
must be made under identical conditions. 

13 Toc. cit. 

14 J. Am. Chem. Soc., 36, 329 (1914); ibid., 89, 1338, 1348, 1377, 1381 (1917). 


15 Ann, Physik. [2], 86, 78 (1852). 

16 See especially Hantzsch’s and Horn’s papers, Also Picard, Ann., 381, 347, (1913); 
Stewart and Wright, Ber., 44, 2819 (1911). ee 

17 “Tt is either stated or implied in descriptions of colorimetric methods that they’ar 
to be applied to dilute solutions. This practice seems to have originated in er 
tion that the results of parallel determinations made in deeply colore { 
solutions do not approximate sufficiently to the average value.” Hom, Am. 
35, 253 (1906). 
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Disturbances Resulting from Chromoisomerization.—Bicolored 
dyes, as methyl orange, undergo tautomeric changes when subjected 
to the influences of (1) acids and alkalies, (2) heat and cold, and (3) 
dilution and concentration. These influences have been discussed 
sufficiently in the foregoing. It need only be pointed out that such 
chromoisomerizations may be disturbed in the presence of constant 
concentrations of acids, alkalies and solvent, through changes of tem- 
perature. Therefore, constant temperatures, as well as constant con- 
centrations, must be observed in all colorimetric methods. 

General Conclusions.—From the above discussion the various 
possible errors to be dealt with in colorimetry may be summed up as 
follows: 


1. Errors due to the inability of the observer to judge colors 
accurately. 
2. Errors due to variable sensitiveness of vision to different con- 
centrations. 
3. Errors due to fatigue and eye strain. 
4. Mechanical errors of the colorimeter. 
5. Optical errors: of the colorimeter. 
6. Optical errors resulting from varied light. 
7. Errors resulting from scale readings. 
8. Errors of dilution. 
9. Errors due to temperature variation. 
10. Errors due to varied times of standing. 
11. Errors due to varied quantities of reagents. 
12. Errors due to the presence of interfering substances. 
13. Errors due to variation in the hydrogen-ion concentration. 
14. Errors due to the action of light. 


It would seem from the above discussion of the sources of error in 
colorimetry that accurate and precise measurements by this method 
would be hard, if not impossible, to obtain. Fortunately, however, 
- most of these errors can be avoided, or reduced to a satisfactory 
- minimum, by carefully worked-out procedures and good technique, 
together with the use of a good colorimeter or carefully matched color 
- comparison tubes. A number of colorimeters possessing optical and 
mechanical accuracy are described in the literature (see Bibliography) 
and some of the more commonly used types are described in detail 
in Chapter II. 
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In conclusion, the author wishes to emphasize the importance of 
studying the various sources of error as they affect each colorimetric 
method employed, and it is earnestly hoped that workers in this field 
will codperate in improving (and “‘ weeding out ” if necessary) some of 
the less accurate and imperfectly studied methods given in this 
treatise. It is mainly with this idea in mind that these procedures 
have been included. As far as possible, the author has endeavored 
to state the limits of accuracy of each method, but, unfortunately, 
such data are not available at present for a number of the procedures; 
in others the data are given only for very limited applications. 


CHAPTER VI 
COLLOIDS AND COLORIMETRIC STABILIZERS 


In most colorimetric metheds of analysis we deal with true solu- 
tions whose colors are due either to the presence of colored molecules 
or to colored ions. That is to say, the component substances of the 
solutions are molecularly (or ionically) dispersed in each other. Some 
methods, however, are based upon the formation of colored colloid 
suspensions. These suspensions, or so-called colloidal solutions, are 
in some cases fairly stable and may be compared in a colorimeter in 
the usual way without the introduction of a serious error due to aggre- 
gation of the particles. On the other hand, some of the suspensions 
are so unstable that the color matching must be made very rapidly 
and great care must be taken to prepare the “ unknown” and 
“known” simultaneously in order to secure approximately the same 
aging effects. 

Protective Colloids and Other ‘‘ Stabilizers.’—In the case of 
finely divided suspensions it is possible to increase their stability, i.e., 
prevent or at least decrease their rate of coagulation and precipita- 
tion, by adding a protective colloid or stabilizer such as gelatin, gum 
arabic, gum acacia, starch, egg albumin, etc. 

It was observed as early as Faraday! (1857) that the addition of a 
small amount of “ jelly ” (probably gelatin) prevented the coagulation 

and precipitation of metal sols. Such organic substances as gum 
arabic, gelatin, and the proteins are themselves largely colloidal in 
solution and hence they have been termed “ protective colloids.” It 
is held that they form a film around each suspended particle in a sol 
and thus protect them from the action of substances that ordinarily 
_ would cause coagulation. For example, arsenious sulfide sol con- 
taining a little gelatin is not coagulated by the addition of electrolytes — 
in amounts much greater than would cause precipitation if no pro- 
‘ive colloid were present. This protective action is known as the 


* Michael Faraday, Phil. Trans., 147, 184 (1857). 
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envelope theory of protection and was enunciated by Bechhold.? ‘The 
mechanism of such action has been quite definitely demonstrated by 
Jacques Loeb* by a comparison of the stability of protein solution 
with that of dispersions of protein-coated collodion particles. 

The protective power of these hydrophilic or “ protective ” col- 
loids varies greatly and is measured in terms of the “ gold number,” 
a term due to Zsigmondy.4 ‘The “ gold number” is the maximum 
number of milligrams of protective colloid that may be added to 
10 cc. of a standard gold sol without preventing a change of color from 
deep red to violet shades by 1 cc. of a 10 per cent sodium chloride solu- 
tion, It must be remembered, however, that the “ gold numbers ”’ 
are useful solely as very rough indices of relative protective powers, 
because the “ gold number ”’ of a given “ protective colloid ” depends 
so largely upon many conditions. Lack of space prohibits discussing 
here further aspects of this subject. 

In addition to stabilizers of the above type, there are those of the 
so-called “solution link” type, e.g., HeS, FeCls, etc., described by 
‘Thomas and Frieden,® Examples of colorimetric methods involving 
such stabilizing action are: the sulfide methods for lead, copper, 
iron, and antimony in which HS is the stabilizer. Fora theory of the 
mechanism of such stabilizing action see the paragraphs on “ The 
Solution Theory of Colloid Stability,” page 95. 

Some examples of the use of hydrophilic or “ protective ” colloids 
in colorimetric analysis are: (1) gum arabic in the determination of 
antimony as the sulfide, (2) gum arabic in the determination of bis- 
muth as the iodide, (3) gum arabic in the determination of selenium, 
(4) gelatin in the determination of lead as the sulfide, (5) gelatin in 
the determination of acetylene by ammoniacal cuprous chloric e, and 
(6) gum acacia in the determination of phenols in blood. 

Yoe and Hill® have recently shown that the addition of a a 8 mall 
amount of starch solutioh to a solution containing alun 
a stable suspension of the deep red aluminum lake prod 
addition of the dye aurin tricarboxylic acid. ‘The 

tion permits determining colorimetrically aluminum 


hae Chem,, 48, 385 uk 


” 


Chem, 40, 697 (1901). Q 

fi homas and A, Frieden, J. Am, Chem, Boas th 25 
ation, 2, 323 (1925), 

A also Yoe and Hill, J. Am, Chi 
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concentrations than would be possible without the presence of a 
protective colloid to stabilize the colored suspension. Moreover, the 
presence of this protective colloid does not impair the sensitivity of the 
determination. This latter statement must not be taken to imply that 
such would always be the case with other constituents or with other 
protective colloids. In each case precaution must be taken to deter- 
mine what effect, if any, the presence of a given protective colloid has. 

The effect of protectors on the color changes of benzopurpurin 
when its solutions are acidified has been studied by Jerome Alexander. 7 
He observed that “in the case of a pure dilute solution of benzopur- 
purin, the addition of dilute mineral acids quickly changed the color 
from bright red to dark blue, reminding one of the change of pure col- 
loidal gold. Stronger acid coagulated the dye, which settled out 
of solution but which could be redissolved with restoration of the 
original color, by neutralizing the acid with alkali. The same solution 
of benzopurpurin, to which gelatin or gum arabic had been added, 
gave with dilute mineral acids a claret-red solution. More concen- 
trated acid changed the shade to chocolate-brown, without, how- 
ever, causing any precipitate.” (See also the following paragraphs on 
the effect of emulsoids on colored solutions.) 

Effect of Emulsoids on Colored Solutions.—‘ The color of the 
solution of a colored substance of small molecular weight is little or not 
at all affected by the presence of an emulsoid which does not react 
chemically with the colored substance and which does not change the 
hydrogen-ion concentration of the solution. When the colored sub- 
stance has a large molecular weight, the presence of an emulsoid may 
influence the color of the solution in a number of ways. Should the 
colored solution be a suspensoid, the emulsoid will protect it from 
coagulation, as for example, gelatin protects colloidal gold solution. 
Should an insoluble colored substance be liberated from its soluble 
form the emulsoid will prevent its precipitation, as is the case when an 
acid solution of Nile blue is made alkaline in the presence of egg albu- 
min. Finally, if the colored substance happens to fade on standing, 

the emulsoid may retard the rate of fading. This is true of methyl 

_ violet and gum arabic in alkaline solution. In all such cases the emul- 
soid exerts its influence by retarding or preventing some change 
which would take place in its absence, and consequently the color of 


vi 7]. Soc. Chem. Ind., 30, 517 (1911); also Seventh International Congress of Applied 
nemistry. 
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the solution containing the emulsoid will differ from that of the same 
solution containing no emulsoid,’’® 

In addition to the above influence of emulsoids on the color of solu- 
tions, there is one which depends on an equilibrium between the emul- 
soid and the colored substance. In connection with the colorimetric 
determination of hemoglobin as alkaline hematin, H. Wu and D. Y. 
Wu attempted to use as the standard of comparison pure alkaline hem- 
atin solution prepared by dissolving crystalline hematin in alkali. 
They found, however, that the color of the pure hematin solution was 
much weaker than that of the solution prepared from the correspond- 
ing amount of hemoglobin. ‘The only difference between the two solu- 
tions was that the one prepared from hemoglobin contained protein, 
globin, while the other did not. Evidently the globin increased the color 
of the alkaline hematin. Serum, egg white, gelatin and other proteins — 
added to pure hematin solution gave similar results, though differing 
quantitatively, Other emulsoids such as gum arabic, starch, agar 
agar, ete., were tried and all of them were found to influence the color 
intensity of the alkaline hematin, Another colored substance, Congo — 
red, gave similar results. 

“The influence of emulsoids on the color of alkaline hematin and 
Congo red solutions cannot be ascribed to a change in the alkalinity, 
for such a change of alkalinity as might be caused by the addition of 
the emulsoid was shown to have no appreciable effect in itself on the 
color of the solution. Moreover, the color of alkaline hematin and 
Congo red produced on the addition of an emulsoid cannot be obtained 
in its absence by mere change of reaction. Hematin and Congo. red 
are acids and they should not combine with protein, which in alkaline 
solution also behaves as an acid. Chemical combination of h | 
and Congo red with the polysaccharides is even more unlike 
emulsoids of entirely different nature, such as egg albu 
arabic are, should exert a similar fofluantee on the same 
stances shows that the influence is physical and not. che 1 

Wu and Wu point out that there are two ways 
solution may be influenced physically by an emul 
BA ee of the colored substance by thea 


{ 
{ 
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case a layer of the colored substance is formed around each particle of 


' the emulsoid, while in the latter case the reverse is true. The color 


> 


of the “ adsorption complex ” in either case may differ in intensity 
and in shade from that of the particle of the free colored substance. 


‘The so-called “ protein error ” has long been recognized in the color- 


imetric determination of hydrogen-ion. From the work of Wu and 
Wu it is evident that the presence of emulsoids is a factor to be con- 
sidered in colorimetry in general. 

The Solution Theory of Colloid Stability—‘ The origin of 
the solution forces and the reason for the electrical migration of 
colloidal dispersions of apparently insoluble substances such as ferric 
oxide, antimony sulfide, gold, etc., have gradually become apparent 
through years of research. It is now definitely known that these 
insoluble substances do not exist as such in colloidal solution. The 
particles in colloidal ferric oxide solution consist of acomplex of 
Fe203 and a soluble iron salt such as FeCl3; antimony sulfide hydrosol 
consists of a combination between SbeS3 and H2S. Formulas may be 
roughly written from them (ignoring the hydrate water) as follows: 
xFe203-yFeCls3; «Sb2S3-yH2S where x and y are variable and x is 
always greater than y.1° When an electric current is passed through 
these solutions, a brown precipitate of Fe2Os3 settles out at the cathode 
and chlorine is evolved at the anode in the iron oxide hydrosol, while 
in the antimony sulfide sol, a red deposit of Sb2S3 is deposited at the 
anode and hydrogen gas is liberated at the cathode. This shows that 
the migrating ions are: ; 


xF e203 -yFett+ yc le 
2yH+ xSb2S3xyS= 
To cathode To anode 
—< ——> 


The ionization is not complete; it is in fact slight and the nature of the 
migrating ions is not quite so simple as indicated.!!_ But it is not pos- 
sible to make fine distinctions in a short discussion. 


10 These formulas give too simple a picture and are liable to mislead, For instance, 
the iron oxide sol written as xFe2O0;.yFeCl; may give the idea that all the FeCl; is free 
to ionize in solution or that just the Fe*‘* is adsorbed. For academic purposes a bet- 
ter simplified picture is (xFe,0;, wH.O, yFeClyzFet+++)3yCl;~ where y is smaller than 
#, and gis very small in comparison with y. Private communication from Dr. Arthur 
W. Thomas. 

’ See J. Duclaux, J. chim. phys., 7, 405 (1909). 
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“The gradual realization of the fact that the ‘ impurities,’ e.g., 
the FeCls or the H2S, were essential parts of certain hydrosol particles 
gave rise to the so-called Complex Theory, a very simple statement of 
the complex nature of certain colloids. 

“While the Complex Theory was accepted for many colloidal dis- 
persions, hydrosols of noble metals such as gold and platinum were 
thought to be exceptions since it was believed that they could be pre- 
pared by electrically arcing these metals under pure water. This was 
disproved by Beans and Eastlack,!? who demonstrated that colloidal 
platinum could be formed in pure water due to the fact that platinum 
oxidizes in the arc thus generating an electrolyte which became 
part of the dispersed phase. Gold was shown to require the presence 
of minute amounts of certain salts, in fact those which form stable 
chemical compounds of gold. 

“ Tt is therefore not difficult to see the origin of the solubility forces, 
since insoluble substances in colloidal solution are actually a part of a 
complex aggregate containing a soluble component. Evidence for 
solution forces as the reason, or at least one of the reasons for colloid 
solution stability has been given by Thomas and Frieden.!3 A simple 
experiment may be cited. Addition of alcohol followed by ether to a 
hydrosol of «Fe203-yFeCls did not affect it. Alcohol promptly pre- 
cipitated a hydrosol of xFe203-yFe2(SO4)3. Ferric sulfate is insoluble 
in alcohol.”’ (Thomas.) ; 

Interference Eliminators.—Another class of agents employed in 
colorimetric analysis may be properly termed “ interference elimin- 
ators.” For example, in the determination of ammonia by Nessler- 
ization, calcium and magnesium are precipitated by Nessler’s reagent 
and, hence, would interfere with the analysis. ‘They may be removed 
by precipitating in the usual way and filtering, but it is more conveni- 
ent to add Rochelle salt which holds them in solution. Another 
example of the use of an interference eliminator is in the determina- 
tion of phosphorus as phosphomolybdate. Here, 2 or 3 drops of 
ammonium oxalate are added before adding the phosphate reagent 
in order to prevent the calcium precipitating as calcium phosphate. 

Nesslerization.—The yellow to brown color produced by the reac- 
tion of ammonia with Nessler’s reagent is fairly stable and (when the 
ammonia concentration is not too high) gives a solution which appears 


12 Beans and Fastlack, J. Am. Chem. Soc., 37, 2667 (1915). | 
13 A, W. Thomas and A. Frieden, J. Am. Chem. Soc., 45, 2522 (1923), 
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water-clear and homogeneous to the naked eye. However, Robertson 
and Hisey1* have recently made an extensive experimental study on 
the nature of the Nessler color and conclude that it is due to colloidally 
dispersed particles in suspension and not in true solution. 

Peptization.—Finely divided particles'!® may be obtained either 
by condensation from vapor or solution (precipitation) or by disinte- 
gration of larger masses. The disintegration is frequently called 
peptization, especially if it is done chemically as opposed to mechan- 
ical or electrical disintegration. The word pepftization is due to Thomas 
Graham. 

In a study of the reduction of certain vat dyes by alkaline sodium 
hyposulfite, Yoe and Edgar!® employed a colorimetric method of 
measuring the amount of dye reduced. Their results indicated that 
the reaction between the dye and the alkaline hyposulfite is very 
rapid, that an insoluble crystalline reduced dye (dark blue) is first 
formed, and that the latter is then peptized by hydroxyl ions to form a 
dark blue sol. The dark blue sol was matched in a colorimeter against 
a standard sol similarly prepared or against a standardized blue glass. 
The rate of peptization, and the amount of dyestuff peptized by a given 
solution, depend upon the state of subdivision of the dye. The rate of 
reduction is much faster than the rate of peptization. 

Color and Degree of Dispersion.—It has been shown by experi- 
ment that the color intensity of substances varies with the degree 
of dispersion and that it attains a maximum in the realm of col- 
loid dispersion. It is well known that colloidal solutions of certain 
salts, e.g., the sulfides of lead, copper, arsenic, etc., show such a marked 
color, even in very low concentrations, that this property may be used 
for their recognition. The intensity of color of these colloidal solu- 
tions may at times exceed that of the aniline dyes. For example, if 
the color intensity of fuchsine be represented by an arbitrary value of 
5, that of colloidal hydrous ferric oxide is about the same, while that 
of arsenious trisulfide is 100, and that of colloidal gold about 2000 
(The Svedberg).!7 This variation in color intensity is strikingly illus- 
trated in the case of colloid gold. (See Fig. 41.) The great variation 


14 Private communication from Dr. J. H. Robertson. 

15 Cf. W. D. Bancroft, Applied Colloid Chemistry, p. 162. McGraw-Hill Book Co., 
New York, 1921. 

16 Yoe and Edgar, J. Phys. Chem., 27, 65 (1923); Yoe, ibid., 28, 1211 (1924). 

17 Cf. Ostwald-Fischer, Theoretical and Applied Colloid Chemistry, 2d ed., p. 63. 
John Wiley & Sons, Inc., New York, 1922. 
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m color phenomena exhibited by colloid metals was observed by 
Michael Faraday three-quarters of a century ago, and he pointed out 
that the degree of dispersion is largely responsible for color formation. 

This color variation with the size of the particles is also exhibited 
by certain dyes, as seen in the color changes in Congo-rubin sols. 
“The particles of this dye sol have diameters between those of col- 
loids and molecular dispersoids. It may be suddenly transformed to a 
blue-violet or blue solution not only upon addition of acid but also 
by the addition of 
any neutral salt or 
even alkaline sub- 
stances. ‘The dye 
behaves like a red 
gold sol in many 
respects and it may 
be used as a gold 
sol substitute. The 
color transition of 
Congo-rubin is re- 
versible by dilu- 
tion, by raising the 
-temperature,by ad- 
Fic, 41.—Relation of color intensity of colloid gold to its degree dition of alcohol, 


of dispersion according to The Svedberg. etc: 44 Another 


(By permission from Ostwald-Fischer, “Theoretical and Applied Colloid illustration of color 
Chemistry,’ 2 ed. p. 63, John Wiley and Sons, Inc., New York, 1922). 
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change is the dye 
benzopurpurin. (See page 93.) Ultramicroscopic observations by 
Alexander!® showed that aggregation of the colloidally dispersed dye 
is accompanied by a change in color. This is no doubt true in the 
case of many other dyes. 

Not only does the intensity of color vary with the degree of disper- 
sion but also the beauty and variety. ‘‘ The order in which the colors 
change from one to the other as the degree of dispersion changes seems 
also to be definite. Asa rule, the most highly dispersed colloid metals 
are yellow or orange; in other words, they absorb violet and blue light. 
As the degree of dispersion decreases, the color passes from yellow 


18W. Ostwald, e¢ al., Practical Colloid Chemistry (Translation of 4th ed. a 70. 
E. P. Dutton and Co., NTE York, 1927. 
19 J. Soc. Chem. Ind., 30, 517 (1911). 
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through orange to red, violet, blue, and finally green. The absorp- 
tion maximum gradually moves towards the side of the greater wave- 
lengths as the degree of dispersion decreases.’’?° 

As mentioned above, the great intensity of color shown by colloid- 
ally dispersed metals may at times even exceed that of the aniline 
dyes. It is natural that this property of the metals (especially the 
so-called noble metals) should have been called upon for analytical 
purposes and it is not surprising that one of the oldest and best-known 
methods for demonstrating the presence of traces of gold consists in 
reducing the gold to the colloid condition. The purple of Cassius test 
for gold is a typical illustration of the production of gold in the colloid 
state of division and its subsequent precipitation in the form of an 
“adsorption compound ” through a second colloid. The first step in 
this test is accomplished by reducing the gold salt with stannous 
chloride. In this way colloid gold and colloid stannous acid are 
formed, and these in turn unite to form the well-known, reddish-violet 
colored suspension or precipitate. 

Concentration by Adsorption on a Crystalline Solid.—Another 
application of colloid chemistry to colorimetry is made in the case of 
the determination of zinc by the potassium ferrocyanide method. 
This is a turbidimetric method described by Breyer?! in which zinc 
is precipitated as a colloidal suspension by potassium ferrocyanide 
solution. Meldrum has applied this method to the determination of 
zinc in water, and Birckner?? to the determination of zinc in various 
food products. Bodansky?? modified the Breyer-Birckner method 
and used it to determine the zinc content of marine organisms. Solid 
calcium citrate is employed in the recovery, i.e., concentration, of the 
colloidal zinc sulfide. A better recovery is obtained when the calcium 
citrate is formed in the solution than when it is added pre-formed. It 
is thought that the calcium citrate adsorbs the colloidal zinc sulfide par- 
ticles and hence effects a better recovery. This is in line ‘with Ban- 
croft’s24 observation: ‘‘ There is some evidence to show that when a 


20 Ostwald-Fischer, Joc. cit., pp. 65-66, For further details regarding this relation 
between color and degree of dispersion, see Wo. Ostwald, Kolloidchem. Beih., 2, 409 (1911), 
and Licht und Farbe in Kolloiden, Th. Steinkopff, Dresden and Leipzig, 1924. 

21 W. W. Scott, Standard Methods of Chemical Analysis, 4th ed., p. 607. D. Van 
Nostrand Co., New York, 1925. 

#27. Biol. Chem., 38, 191 (1919). 
23 J. Biol. Chem., 44, 399 (1920); J. Ind. Eng. Chem., 13, 696 (1921). 
24 J. Ind. Eng. Chem., 18, 153 (1921). 


100 COLLOIDS AND COLORIMETRIC STABILIZERS 


colloidal solution is precipitated ?> the finer particles attach themselves 
to the coarser ones.’ The zinc sulfide is finally dissolved and repre- 
cipitated as a finely divided suspension by the addition of potassium 
ferrocyanide. ° 

Concentration by Co-Precipitation with a ‘‘ Collector.””—In the 
colorimetric method (thiocyanate method) of Stokes and Cain?® for 
the determination of iron, by far the greater number of cases require 
concentrating the iron by precipitation. An almost indefinitely small 
quantity of iron may thus be determined in an indefinitely large 
amount of material, the only limit being the solubility of the iron pre- 
cipitate in the solution. It is obviously impossible to collect, on a 
filter, traces, say a thousandth of a milligram of ferric hydroxide or 
sulfide distributed in a finely divided state through a considerable 
volume of an otherwise clear liquid. Stokes and Cain, therefore, 
employ the method which has been occasionally used successfully in 
other cases, of mechanically carrying down the minute amount of 
finely divided precipitate by a relatively large amount of another pre- 
cipitate, which, when practicable, is generated simultaneously with 
the iron precipitate. We may designate this secondary precipitate as 
the “collector.” Various substances suggest themselves as col- 
lectors; their number is limited by the following considerations. A 
collector must be sufficiently insoluble, so that but a small amount of a 
possible impure foreign substance need be introduced; it must be of 
such physical consistency as to enable it to carry down all suspended 
precipitates and must therefore be amorphous and flocculent, not 
granular or crystalline; it should not be gelatinous or otherwise 
difficult to wash out in the filter, neither should it be of such con- 
sistency as to run through the filter on washing; it must be easily 
soluble in 7 per cent thiocyanic acid and must neither interfere with 
the ferric thiocyanate reaction nor in the presence of mercuric thio- 
cyanate impart a color to amyl alcohol; or, if it does not meet these 
requirements, it must be capable of easy separation from the iron. 
Aluminum hydroxide would be the ideal collector were it not for the 
fact that it dissolves slowly and imperfectly in thiocyanic acid, and 
thus frequently prevents complete solution of the accompanying ferric 
hydroxide. Repeated experiments by Stokes and Cain showed that it 


*° —. F. Burton, The Physical Properties of Colloidal Solutions, 2d ed., p. 173. Long- 
mans, Green and Co., New York, 1921. 


26 J, Am. Chem. Soc., 29, 409 (1907), 
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is not to be depended on, and they have, therefore, employed it only in 
special cases where it was removed before final treatment of the pre- 
cipitate with thiocyanic acid. The iron is precipitated either as sul- 
fide or as ferric hydroxide. The hydroxide precipitation is employed 
in the absence of materials which have a solvent action such as citrates, 
tartrates, sugar and many other organic substances, pyrophosphates, 
arsenites, arsenates, antimonates, etc. The usual collector for ferric 
hydroxide is hydrated manganese peroxide. The sulfide precipita- 
tion is used when from the presence of any of the just-mentioned 
substances, hydroxide would remain in solution. It is also used when 
other sulfides insoluble in ammonium or sodium sulfide are practically 
absent. The best collector for iron sulfide is cadmium sulfide. In 
this case the cadmium sulfide is redissolved and the iron reprecipitated 
as hydroxide with manganese dioxide as collector. In many cases the 
choice between the methods is optional. When there is reason to fear 
the presence of traces of organic matter, as in the case of materials 
which have been treated in wooden vessels in the process of manufac- 
ture, or when arsenic or other prejudicial substances may be present, 
as in the cruder reagents, the sulfide method is more accurate. For 
example, pure sodium chloride gave Stokes and Cain identical results 
by either method, while a sample of the best commercial chloride gave 
decidedly too low results with the hydroxide method. 

Special care is necessary in sampling the substance, and, wherever 
practicable, duplicate determinations should be made on portions of 
the same solution, as it frequently happens that different samples, 
especially of crystallized substances, taken from the same bottle show 
widely varying results, owing to the irregular distribution of the iron. 

Another illustration of the use of a “ collector” is in the colori- 
metric determination of tungsten by the method of Travers.?” This 
method is based upon the reduction of tungstic acid by titanium 
chloride, giving a blue colored oxide of tungsten that remains in col- 
loidal suspension under certain conditions. If the sample is an alloy, 
it is treated directly with aqua regia; if a mineral, it is fused with 
sodium sulfite and the mass taken up with aqua regia. Most of the 
tungsten is precipitated as tungstic acid (along with the silica) but the 
separation is not quantitative because of the presence of metatungstic 
acid. The filtrate, which should contain iron (10 per cent is sufficient), 
is treated with ammonium hydroxide until it is just alkaline to litmus. 


27 Compt. rend., 166, 416 (1918); cf. ibid., 165, 408 (1917). 
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The ferric hydroxide thus precipitated entrains the tungstic acid and 
hence serves as a “collector.’”’ The precipitate is then washed free 
from sodium salts, dissolved on the filter in 6 N hydrochloric acid, 
and the solution added to the major part of the tungstic acid solution, 
after the latter has been freed from silica by any of the usual methods 
and taken up in hydrochloric acid. The combined solutions are evap- 
orated to a volume of about 2 cc., cooled, diluted to 40 cc., 5 cc. of 
titanium chloride solution added, and the resulting blue colloidal 
solution diluted to 50 cc., mixed, and compared at once with a gooerd 
similarly prepared. 

Factors That May Influence the Size of Colloid Particles.—In addi- 
tion to the effect which stabilizers have on the size of colloid particles 
there are such factors as the hydrogen-ion concentration, concentra- 
tion of electrolytes, temperature, light, nature of dispersion means, etc. 
Any one or more of these may seriously influence the degree of dis- 
persion of colloid particles and hence the accuracy of the determina- 
tion. It is, therefore, necessary to carry out all procedures (which 
deal with colloid suspensions) under carefully studied and well-defined 
conditions in order to attain the highest degree of precision and 
accuracy. Perhaps the most important precaution to take is to carry 
out the preparation of the unknown and standard under as nearly 
identical conditions as possible. 
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CHAPTER VIL 


GENERAL DIRECTIONS FOR USING A PRECISION 
COLORIMETER 


By Pxitie ApoLtpH Koper, DrrEcTor OF RESEARCH, G. D. SEARLE 
AND Co., Cuicaco, ILL. 


ALTHOUGH almost anyone can use a gravimetric balance for rough 
weighing, yet the correct use of a precision balance for accurate weigh- 
ing is not accomplished without considerable study and practice as 
well as the standardization of both balance and weights. Likewise, 
rough matching of colors or light can be practiced by the uninitiated, 
but the precise use of a photometric balance, a colorimeter or neph- 
elometer, requires the consideration of an almost equal number of fac- 
tors, of which the following are the most important: 

The Choice of Instrument.—In order to eliminate the errors 
arising from a meniscus, highest precision in colorimetry can only be 
practiced with a single or double plunger type of instrument. This 
type of instrument is the only one thus far developed that measures 
the light or color between two parallel planes of glass, thus giving a 
very sharp differentiation to the heights of solution contained in the 
cells or cups. The plunger, with its mechanical and accurately adjust- 
able stage, allows the measurement of the height to be made to any 
desired accuracy. In practice this accuracy has been limited to a 
tenth of a millimeter, which subdivision is usually obtained by means 
of avernier. If the accuracy of observation warranted it, this reading 
of the scale could, of course, be made to a hundredth of a millimeter or 
less if necessary. 

Specifications of a Plunger Type of Instrument.—(a) Good 
Optical Construction —One of the first specifications of a precision 
colorimeter is good optical construction. The parts must be made 
from flawless optical glass of minimum tint or having little or no 
absorption of light. Plungers made hollow with fused bottoms having 


parallel planes show much less absorption of light than do the best of 
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solid plungers. The optical parts should be so mounted and incased 
as to eliminate stray reflections, and as much as possible to prevent 
deposition of dust and condensation of moisture. Even the best of 
instruments require from time to time a thorough cleaning of all of 
the optical parts, which involves the complete taking apart of the eye- 
piece and prism house. The optical arrangement should be so con- 
structed that, if necessary, readjustments or refocusing of the parts 
can be made. In addition to the glass parts of the optical system, 
suitable apertures and diaphragms are required. As a rule those 
instruments having small diaphragms are more sensitive than those 
with large diaphragms, but both extremes are to be avoided. Optical 
systems having little or no balsam in their construction are to be pre- 
ferred to those having large surfaces balsamed. For a discussion of the 
reflector of a colorimeter, see below under Mechanical Construction. 
(b) Mechanical Construction—The accuracy obtainable with an 
instrument of good optical construction is often lost by the operation 
of a poor mechanical arrangement. Since the colorimeter, if it is sen- 
sitive, is like a precision gravimetric balance, the equality between 
the two sides is seldom maintained for a long time. Jt would not be a 
sensitive colorimeter if it did not respond to variations in temperature, 
dust, and moisture depositions. For this reason a good colorimeter 
should have its mechanical parts adjustable so that, if necessary, the 
instrument can be readjusted from time to time, and a new balance 
of its sides obtained. Instruments having a single reflector must be 
moved in relation to the light source so that equal illumination is 
obtained in both sides of the instrument and fields. This is a sort 
of hit-and-miss adjustment. Much to be preferred are those instru- 
ents that have split or double reflectors, i.e., a separate reflector for 
» side, so that when the light in relation to the instrument is 
imately in the right position, the final adjustment to equality 
vade by means of a micrometer movement of the split reflectors 
and precision. Adjustable scales or vernier are important 
and convenient use of a precision colorimeter. In the 
the great requirement is the absence of lost motion, so 
E-° trained to observe the slightest differences in color 
j ts that have considerable lost motion one 
Nias: wements of cups or plungers and there- 
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The turned knobs or milled heads operating the stages, i.e., the 
movement of the cups or plungers, should be so located that they are 
not close to those operating the reflectors, in order to avoid accidental 
displacement of the reflector during a comparison. Where many deter- 
minations are to be made, convenience in reading the scale is a factor, 
for any operation which increases the fatigue or inconvenience during 
the determination will have its effect upon the sensitivity of the 
observer’s eyes. In a like manner, the instrument should be so con- 
structed as to prevent glares and stray light from getting to the 
observer’s eyes during the use of the instrument. In some of the precis- 
ion instruments the eyepiece is placed in a horizontal position, enabling 
the observer to match the colors or light in a sitting position, while 
other instruments have the eyepiece in a vertical position, which, 
unless the instrument is placed on a low stand or table, requires a 
standing position on the part of the observer. The instruments witha 
horizontal eyepiece have the disadvantage that unless the light source 
is carefully and completely shaded, stray light will get to the observer’s 
eyes and make matchings more difficult and less sensitive. With 
instruments having a vertical eyepiece, the use of a black table top 
will practically exclude stray light from the observer’s eyes. In short, 
if the proper arrangements are made with both types of eyepiece, there 
is no choice between them so far as convenience and accuracy is con- 
cerned. 

Care of a Precision Instrument: (a) When in Use.—The necessity 
of caring for a delicate machine or instrument ought to be apparent 
to most workers, but it might not be amiss to point out some of the 
major precautions in handling an instrument. The cups and the 
plungers should, of course, be kept perfectly clean, and rinsed once or 
twice with the solution to be used for determination. The cups must 
not be filled too high so that they overflow on to the reflectors, staining 
or corroding them. Care should also be taken that the plungers do not 
strike the bottom of the cups too hard while taking the so-called 
“zero-point” reading. Where long cups are used the zero-point must 
be measured by inserting into the cups a wooden or metal rod with 
parallel ends and of known length, usually called a “ zero gauge.” 
The zero-point should be taken with each individual cup and the cup 
always used on the same side and in the same position. By making a 
small mark on the top of the cup this precaution can be easily carried 
out. This standardization of the instrument in relation to the cups is 
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necessary, as it is seldom that the thickness of the glass used in the 
cups and the thickness of the supports are exactly alike. It is, of 
course, obvious that the bottoms of the plungers and the cups should 
be kept free from scratches and cracks. 

(6) When Not in Use.—The instrument should be kept covered 
to keep out the dust, but it is also important that the room containing 
the instrument be kept at a uniform room temperature and away from 
excessive moisture and fumes, particularly that of ammonia. 

Source of Light.—The source of light under proper conditions can 
be either daylight or artificial light. The advantage of daylight is, of 
course, that it enables one to measure almost any tint without the use 
of light filters, but it has the disadvantage that it cannot be controlled 
or is seldom constant in intensity. Since temperature variations are 
very great near a window, and since it is difficult always to have a 
northern exposure, the use of daylight is very difficult for uniform and 
accurate work. By using artificial light, and, if necessary, employing 
suitable light filters, close approximation to daylight can be obtained, 
as well as light of special composition for certain particular purposes. 

Precautions to be Taken Relative to the Observer.—The accuracy 
of photemetric work greatly depends also upon the care taken with the 
observer’s eyes. Althouglt there are a number of persons whose sen- 
sitivity to colors is very low and who are therefore incapable of making 
any accurate colorimetric determinations, most workers do not realize 
that the sensitivity of the eyes can be greatly increased by judicious 
use and training. The human eye is like some electromotive cells, in 
that it is easily polarized, i.e., its greatest sensitivity or accuracy does 
not hold for a very great length of time, without many periods of rest. 
Therefore the period of observation should be as short as is conveni- 
ently possible. _A good practice is to make a rough adjustment with 
one eye and the final setting with the other. A number of photometric 
observers have found it an aid to massage the eyes with hot or cold - 
water several times a day, and it is a fact that the organ of sight, like 
other organs and tissues, can be strengthened and its value and 
accuracy greatly increased by proper use. 

The best environment for photometric observation is that of a 
darkened but well-ventilated room whose walls and contents have a 
dark tint. It, of course, follows that the light source must be well 
screened so that at no time the observer’s eyes are partially blinde 
the glare. 
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For beginners, it is very important that a reasonable time be allowed 
for practice determinations, so that they get accustomed to the instru- 
ment and the environment of the instrument. Occasionally an ob- 
server is more sensitive to certain colors or tints than to others and 
by suitable choice of light filters this sensitivity can be easily utilized. 
Quietness and freedom from extraneous disturbances are also essential 
to accurate photometric work. 

Method of Obtaining a Photometric Balance——The light source 
must be adjusted with relation to the instrument, or the instrument 
must be adjusted to the light source so that equal illumination on 
both sides of the instrument is produced. Once this is obtained it is 
best either to fasten the instrument and light source in position, or, if 
that is not possible, to mark on the table or support the exact position 
of each. If the instrument has split reflectors, equal illumination of the 
fields is finally obtained, after the cups, previously marked, are placed 
in position with distilled water or the solvent used in the actual deter- 
mination, with the plungers immersed in the liquid, and the separate 
reflectors adjusted until equal illumination is obtained. Either before 
this or afterwards, the empty cups are placed in the instrument in the 
same position and the instrument operated gently until the plunger 
touches the bottom of the cups, if the cups are the usual short ones. 
(For directions with long cups, see page 105.) In this position there 
is,zero height of liquid between the cups and the plungers, and the 
scale read with the vernier should read exactly zero. If this is not 
the case, the scale or the vernier must be adjusted until the reading is 
exactly zero. 

Now, if everything is in proper adjustment, some standard solution 
is put into the cups, after carefully rinsing with the same solution, 
and one side, say the right side, is set at 20.0 or 30.0 mm. exactly. 
The observer now tries to obtain equal color or tint by operating the 
other side. A series of five or ten settings should give a good average 
of the reading on the right side. If they do not, it may be due to some 
poor adjustment of instrument or light source or to an idiosyncrasy 
on the part of the observer. In the former case, a readjustment 
will correct this inequality, or in both cases it may be taken care of as 
follows: ; % 

The plunger on the left side is set exactly on the average obtained 
above, and the standard solution on the right side is discarded in favor 
of the next solution, say one-half or one-third standard, and after 
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making a series of settings using only the right side, the average is 
compared or used in calculation with 20.0 or 30.0 the original reading 
on the right side. In other words, the setting on the left side does not 
come into consideration, the solution there acting only as a tare. If 
the solution obeys Beer’s law the reading for one-half standard should 
read exactly twice that of the standard, and that of one-third standard 
should read exactly thrice that of the standard. This check on Beer’s 
law should be made by those using a colorimetric reaction for the first 
time, as it enables the observer to check not only the instrument and 
his observations, but also the sources of error inherent in the reaction 
or the method of producing the reaction. If the solution does. not 
obey Beer’s law, a colorimetric curve must be constructed. (See 
Chapter IV.) 

In actual routine analyses it is best to make the balance first with 
the unknown solution and then to substitute the standard solution on 
the right side and vary the height of the standard until a setting is 
obtained, as it makes the calculation very much eat as is shown 
on pages 55 and 70. 

The number of readings necessary for accurate work varies greatly 
with the type of solution of substance to be determined. Other things 
being equal, the greater the number of readings the nearer accurate is 
the result. Where many determinations are to be made, many read- 
ings for each solution make for greater eye fatigue. Also, some solu- 
tions change with time, i.e., they are not constant for a long period 
of time. Moreover, the experience and the skill of the observer must 
be taken into account. As a rule, many readings are taken only when 
isolated analyses are to be made and the analyst has had no oppor- 
tunity to keep in photometric practice. A trained and experienced 
observer usually varies the number of readings in accordance with 
their agreement. If three or four readings agree closely or check, 
further readings would hardly be of any value for most analytical pur- 
poses. —- 
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CHAPTER VIII 


ALUMINUM 


DETERMINATION OF ALUMINUM BY ‘“‘ALUMINON ” (THE AMMONIUM 
SALT OF AURIN TRICARBOXYLIC ACID) 


METHOD oF YOE AND HILL 


Tuts method is based upon the use of the ammonium salt of 
aurin tricarboxylic acid, the new reagent for the detection of aluminum 
recently described by Hammett and Sottery.' This dye forms a 
bright red lake with aluminum in acetic acid acetate solution and the 
lake is fairly stable in ammonium hydroxide carbonate solution. 

The method is applicable to the determination of small quantities 
of aluminum in salts, minerals, and water. A very faint pink colora- 
tion is developed when one part of aluminum is present in 25 million 
parts of solution, or 0.002 mg. in 50 cc. The results of an extensive 
experimental study of the method are briefly summarized in the Notes 
on pages 111-114.” 


Reagents. 


. Hydrochloric acid, 4 N. 

Hydrochloric acid, 1 N. 

. Nitric acid, 1 N. 

Ammonium hydroxide, 5 N. 

. Sodium hydroxide, 6 N. 

. Ammonium acetate, 3 N. 

. Ammonium carbonate, 5 N. (See Note 6.) 

8. Methyl red, 0.05 gram in 100 cc. 95 per cent alcohol. 
1J. Am, Chem. Soc., 47, 142 (1925). 


2¥For a more detailed report see: J. H. Yoe and W. L. Hill, J. Am. Chem. Soc., 
49, 2395 (1927). 
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9. “ Aluminon,” 0.1 per cent solution. ‘‘ Aluminon ” (the ammo- 
nium salt of aurin tricarboxylic acid) may be prepared by the second 
method of Ger. pat. 49, 970 (1889), Friedlander II, 50; or it may be 
obtained from the Fales Chemical Co., 74 Cortlandt St., New York 
City. 

10. Standard aluminum chloride solution. Dissolve 8.952 grams 
of pure aluminum chloride, AlCl3-6H20, in distilled water, dilute to a 
liter, and thoroughly mix. (See Note 1.) One cubic centimeter of this 
solution contains 1 mg. of aluminum. Dilute 10 cc. of this stock 
solution to a liter, and mix thoroughly. The diluted solution contains 
0.01 mg. of aluminum per cubic centimeter. If desirable, the stock 
solution may be checked gravimetrically by the method of Blum.? 

Procedure.—If the substance is a solid, dissolve in 15 cc. of water 
an amount sufficient to have an aluminum content between 0.005 and 
0.5 mg., preferably below 0.1 mg. (see Note 3); if a liquid, adjust the 
concentration by dilution or evaporation to give a solution containing 
between 0.005 and 0.5 mg. (preferably below 0.1 mg.) of aluminum per 
15 cc. In case an acid is required to dissolve the solid sample, or the 
liquid sample is acid, the hydrogen-ion concentration of the sample solu- 
tion must be adjusted to a fH value of about 6.5. A solution which 
shows a fainily acid reaction to neutral litmus paper is satisfactory. 
Transfer the sample solution to a Nessler tube, add 5 cc. of 1 N hydro- 
chloric acid, and 5 cc. of 3 N ammonium acetate solution. Dilute to 
30 cc., add 5 cc. of tie “ Aluminon ” reagent, mix, and let stand 5 
minutes to allow the lake to form. (See Note 8.) Now add slowly 
with constant stirring 5 cc. of 5 N ammonium hydroxide and 10 Cc. of 
5 N ammonium carbonate solution, dilute to 50 cc., mix thoroughly, 
and after 25 minutes compare with standards prepared along with the 
unknown and similarly “aged.” (See Note 6.) The comparison 
may be made in Nessler tubes or in a Kennicott- Compbigaculcy 
colorimeter. 

To determine aluminum in water, acidify 200-300 cc. of the sample 
with 4 N hydrochloric acid, evaporate in a platinum, silica, or porcelain 
dish to dryness on the water-bath, and ignite at dull redness for 
a few minutes to destroy any organic matter and to dehydrate the 
silicic acid. Treat the residue with 1 cc. of 4 N hydrochloric acid, 
warm, add 5-10 cc. of hot distilled water, digest a minute or two, fi 


3J. Am. Chem. Soc., 38, 1282 (1916); also, in a little more detailed fcc as § Sci. 
No. 286, U. S. Bureau of Standards, 1916, 


DETERMINATION OF ALUMINUM BY “ALUMINON” 111 


and wash with hot water. Dilute the filtrate to a volume of 25 cc., 
heat to boiling, add one drop of methyl red, and precipitate the 
aluminum and iron by the addition of ammonium hydroxide until the 
color change of the indicator is just reached. Digest on the hot-plate 
a few minutes and filter through a 7 cm. filter paper. If the iron con- 
tent is small (see Note 5), dissolve the precipitate by pouring 5 cc. of 
warm 1 N hydrochloric acid through the filter several times, allowing 
the filtrate to run into a Nessler tube. Wash the filter several times 
with small volumes of hot water, adding the washings to the filtrate. 
Cool the filtrate to room temperature (see Note 7), add 5 cc. of 3 N 
ammonium acetate solution, and complete the procedure as directed 
in the first paragraph above. 

When considerable iron is present, dissolve the precipitate of 
aluminum and iron hydroxides in 2-3 cc. of 5 N nitric acid, transfer 
the solution to a casserole, evaporate on the hot-plate to a volume of 
about 1 cc., make strongly alkaline with sodium hydroxide solution, 
heat to boiling, filter, and wash several times with hot water. Add 
hydrochloric acid to the filtrate until it is just acid to neutral litmus 
paper, transfer to a Nessler tube, cool to room temperature, and con- 
tinue the analysis according to the procedure in the first paragraph 
above. 


Notes. 

1. Aluminum chloride hexahydrate in a high state of purity may be 
obtained from the anhydrous aluminum chloride of commerce.* 
The commercial salt is dissolved in water and filtered through glass 
wool. The solution is then mixed with concentrated hydrochloric 
acid, cooled in a freezing mixture, and saturated with dry HCl gas. 
Fine, white crystals of aluminum chloride hexahydrate separate. 
These are washed by decantation with concentrated hydrochloric 
acid until free from iron, sucked dry, and exposed to the air on porous 
tile until free from hydrogen chloride. The salt adsorbs water slowly 
from moist air, but at 20° C. it will dry to constant weight in 48 hours. 

2. Since aluminum is one of the most common impurities in chem- 
‘ical reagents, great care must be taken that it is not present in any 
reagent employed in the analysis. 

3. A very faint pink coloration is developed with one part of alumi- 
_ num in twenty-five million parts of solution, or 0.002 mg. in 50 cc. 


4L. M. Dennis, Z. anorg. Chem., 9, 39 (1895). 
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The upper limit with Nessler tubes, or with a colorimeter employing 
large volumes of solutions, is 0.5 mg. in 50 cc. on account of the inten- 
sity of color; although the lake does not coagulate until after several 
hours with quantities of aluminum up to 1 mg. in 50 cc., unless a con- 
siderable excess of ammonia is added. Starch may be used as a 
protective colloid, thus permitting the use of a higher aluminum con- 
tent in the sample. In such cases, on account of the deeply colored 
solution, a colorimeter must be employed which permits using a small 
volume of sample. A Kleinmann micro-colorimeter or small Duboscq 
colorimeter should be satisfactory. 

4. The following statements refer to quantities actually present in 
the Nessler tube at the time of lake formation. Phosphates prevent 
the formation of the lake; however, 2 mg. of POs ion is without notice- 
able effect. Silica in quantities greater than 1 mg. of SiOz gives 
results which are appreciably low. As much as 1 mg. of chromium 
(either as chromate, or as chromic ion), cobalt, nickel, or manganese 
gives results which run from 6 to 15 per cent high, as also does magne- 
sium in quantities greater than 1 mg. Calcium in quantities greater 
than 1.mg. produces a turbidity and consequently high results. Iodide, 
nitrate, and nitrite ions do not interfere, though sulfide and sulfite 
ions reduce the dye and thus destroy the color. 

5. Iron interferes with the test, since it forms a violet lake with 
‘“Aluminon ”’ which is stable under the same condition as the alum- 
inum lake. If the iron content is small in proportion to the aluminum 
(1 : 10) and does not exceed 0.03—-0.04 mg., it may be determined in a 
separate portion of the sample and equivalent amounts added to the 
standard Nessler tubes. For greater quantities of iron a separation 
must be made. 

6. The color intensity decreases rapidly anne the first twenty 
minutes after the addition of 5 cc. of 5 N ammonium hydroxide, and 
then remains practically constant for an hour or more, though it 
does decrease slowly. The time required for the analysis may be 
reduced considerably by the use of a solution of ammonium carbonate 
in ammonium hydroxide (250 grams ammonium carbonate in a liter of 
5 N ammonium hydroxide). By the addition of 5 cc. of this ammo- 
nium hydroxide-carbonate solution the period of rapid decrease i ine 
color intensity is reduced to 15 minutes, but the constancy of the fing | 

color intensity is somewhat less dependable and the delicacy of 1 
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ate solution, small variations in the quantity of the reagents used 
produce marked differences in the color intensity. 

7. The final color intensity varies with the temperature at which 
the lake forms, the intensity at 20° C. being four-fifths of that at 40° C. 
Hence, care should be taken to have the solution at the same tempera- 
ture when the dye is added. 

8. The final color intensity increases with the time allowed for lake 
formation, the intensity resulting from a 10-minute period being 
about 15 per cent higher than that obtained when a period of 5 minutes 
is given. The final color intensity is also a function of the volume at 
lake formation, and, hence, the volumes of both the sample and the 
standard must be the same at the time the lake is formed. 

9. In the use of “ Aluminon ”’ as a qualitative test for aluminum, 
interference by chromium is prevented by an unusual property of the 
aluminum lake, which, when once formed in acetic acid-acetate buffer, 
is not decomposed in any reasonable time when the solution is made 
alkaline with ammonium hydroxide, although it does not form in alka- 
line solution. The chromium lake, which resembles the aluminum 
lake in appearance; forms in acetate solution, but is decomposed upon 
the addition of ammonium hydroxide. Under the conditions of the 
test (Hammett and Sottery, loc. cit.), (1) silicic acid and salts of bis- 
muth, lead, antimony, stannic tin, mercuric mercury, and titanium 
give white precipitates; (2) salts of cadmium, zinc, manganese, cobalt, 
and nickel give no precipitates; (3) chromium, alkaline earth, and 
phosphate do not interfere if ammonium hydroxide-carbonate solu- 
tion. is added; (4) ferric salts give a deep violet precipitate in the 
acetic acid solution, but this is converted into a reddish-brown pre- 
cipitate by ammonium hydroxide. The separation of iron from 
aluminum by sodium hydroxide and peroxide is sufficient to prevent 


_the interference of iron. 


10. Middleton® reports that ‘‘ Aluminon”’ forms lakes with the 


hydroxides or basic acetates of beryllium, yttrium, lanthanum, cerium, 


neodymium, erbium, zirconium, and thorium. “‘ All these are deeper 
red than the aluminum lake, the color being a rich bright crimson, that 
with cerous hydroxide much darker than the others. All, except that 
of beryllium, are either dissolved or decolorized by moderate additions 
of ammonium carbonate. Accordingly, the reagent does not dis- 
tinguish aluminum from beryllium in mixtures of the two hydroxides. 


5]. Am. Chem. Soc., 48, 2125 (1926). 
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The lakes are not affected by moderate concentrations of ammonia 
except that of zirconium which is partially decolorized and flocculates 
as a rose-pink precipitate. All are distinctly less soluble than the 
corresponding hydroxides or basic acetates.” 

Corey and Rogers® have studied the reactions of “ Aluminon ” 
with scandium, gallium, indium, thallium, and germanium. “ Scan- 
dium produces a red lake, insoluble in ammonium hydroxide but readily 
soluble in ammonium carbonate. The gallium lake forms more slowly 
but, when once produced, more closely resembles that of aluminum, 
being insoluble in ammonium hydroxide and dissolving in a solution of 
ammonium carbonate only after standing for some time. 

“Indium gives a red solution which is relatively stable in the pres- 
ence of ammonium hydroxide, although no precipitate is produced. The 
red color of the solution is discharged by the addition of ammonium 
carbonate. In this respect it approaches the behavior of tervalent 
thallium whose lake forms with difficulty and is unstable both in 
ammonium hydroxide and in ammonium carbonate. Germanium 
forms no stable lake with ‘Aluminon,’ in this respect resembling 
silicon, stannic tin and lead.” 


DETERMINATION OF ALUMINUM IN NON-FERROUS MATERIAL BY 
“ALUMINON” (THE AMMONIUM SALT OF AURIN TRICARBOXYLIC ACID) 


MetHop or LUNDELL AND KNOWLES 


Like the preceding method, this determination is based upon the 
use of the new reagent for aluminum, the dye aurin tricarboxylic acid 
recently described by Hammett and Sottery.7 

The methods described in the following procedures were developed 
by Lundell and Knowles® for the rapid detection and approximate 
quantitative determination of small amounts of aluminum in non- 
ferrous materials such as brass, bronze, bearing metals, and spelter, 
even though the amount is as small as 0.01 per cent. 

The aluminum must be separated from interfering elements and the 
most satisfactory rapid methods are those based on precipitation with 
sodium hydroxide or a mixture of this reagent with sodium sulfide. 
Three methods of separation are described. In the first, all the usual 
elements except aluminum and phosphorus are removed by precipita- 

6 J. Am. Chem. Soc., 49, 216 (1927). 


7J. Am. Chem. Soc., 47, 142 (1925). 
8 Ind. Eng. Chem., 18, 60 (1926). 
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tion with sodium hydroxide-sulfide reagent, filtration, acidification 
of the filtrate, and a second filtration. This method is the slowest of 
the three, but can be used with a greater variety of alloys. In the 
second method less sodium sulfide is added and the second filtration is 
omitted. This method requires only 5 to 10 minutes, and gives satis- 
factory results with most alloys provided care is taken to avoid adding 
so much sulfide as to cause the liberation of colored sulfides or hydro- 
gen sulfide when the filtrate is acidified. The judicious use of sulfide 
aids in precipitating elements such as lead in lead-base bearing metal 
and gives a nearer complete separation of iron in material such as 
spelter. No sulfide is used in the third method, which otherwise 
resembles the second. This has given satisfactory results with brass 
and such other alloys as give a large precipitate with sodium hydroxide. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Hydrochloric acid, 1: 1. 

3. Acetic acid, 36 per cent. 

4. Ammonium carbonate, 10 per cent solution in dilute ammonium 
hydroxide (1 : 2). Prepare as needed, using freshly distilled ammonia. 

5. Sodium hydroxide, 8 per cent. 

6. Sodium sulfide, 8 per cent. Make from the sodium hydroxide 
solution by saturating with H2S and then adding an equal volume 
of the sodium hydroxide. 

7. Aurin tricarboxylic acid. Use a 0.2 per cent solution of “Alu- 
minon ” (the NHsg salt of aurin tricarboxylic acid). This reagent may 
be prepared by the second method of Ger. pat. 49,970 (1889), Fried- 
lander II, 50, or may be obtained from the Fales Chemical Co., 74 
Cortlandt St., New York City. 


Procedures. 


Method I. Separation of all ordinary elements except aluminum and 
phosphorus. 

Transfer 1 gram of the alloy to a 250 cc. Erlenmeyer flask and dis- 
solve in 5 cc. of concentrated nitric acid. Add 30 cc. of an 8 per cent 
solution of sodium hydroxide, and heat to boiling as the flask is rotated 
over a free flame. Boil for 1 minute and add 20 cc. of an 8 per cent 
solution of sodium sulfide made from the sodium hydroxide solution by 
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saturating a given volume with hydrogen sulfide and then adding 
another volume of sodium hydroxide. Swirl the solution for a few 
moments, and filter ona 15cm. paper. Acidify the filtrate with dilute 
hydrochloric acid (1 : 1), add 2 cc. in excess, and digest at 40° to 60° C. 
until the precipitate settles. Filter, boil the filtrate until hydrogen 
sulfide is expelled, and clarify the solution by small additions of nitric 
acid if suspended sulfur is present. Evaporate the solution to 20 to 30 
cc. and filter if the solution is not clear. Add 10 cc. of 36 per cent 
acetic acid, 5 cc. of a 0.2 per cent solution of the aurin tricarboxylic 
acid, and finally a 10 per cent solution of ammonium carbonate in dilute 
ammonium hydroxide (1 : 2) slowly and with stirring until an excess of 
5 to 10 cc. is present. Avoid a large excess. Compare the color of the 
solution or the amount of separated lake with the results of tests of 
like material containing known amounts of aluminum. 

Method IT. Single filtration after precipitation with NaOH-N a2S. 

Dissolve the alloy as in Method I, add 50 cc. of 8 per cent sodium 
hydroxide solution, heat to boiling, and boil for 1 minute. Add 8 per 
cent sodium sulfide solution in accordance with the material under 
test, swirl the solution for a few minutes, and filter. Add 15 cc. of 
acetic acid, 5 cc. of a 0.2 per cent solution of the dye, and then ammo- 
nium hydroxide-carbonate as in Method I. 

More or less precipitate other than the aluminum lake may separate 
in the final test, but such precipitated matter should be white if a cor- 
rect amount of sodium sulfide was added and should not obscure the 
color of the aluminum lake in alloys containing no more than 10 per 
cent of tin or 25 per cent of lead. Desirable additions of the sodium 
sulfide solution are: 0.5 cc. for tin-base bearing metal, 1 cc. for spelter, 
cast bronze, and phosphor bronze, 2 cc. for brass and journal bearing 
and 4 cc. for lead-base bearing metal. 

Method III. Single filtration after precipitation with NaOH. 

Proceed as in Method II, but omit the addition of sodium sulfide. 

As in Method IT, more or less white precipitate of tin and lead can 
be expected in the final test; this does not cause much trouble in 
brasses, bronzes, and journal bearings. With lead and tin-base bear- 
ing metals the method is not entirely satisfactory because the final 
precipitate is quite large. The method is not so certain for spelter as 
is Method II, because so little precipitate is formed by the sodium hy- 
droxide alone that the precipitation of iron is sometimes incomplete. 


yf 
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Notes. 


1. In all procedures the filtrations are continued until the filter 
papers are fairly well drained and no washing of the precipitate is 
done. 

2. In each of the above procedures the final test for aluminum is 
always obtained in alkaline solution by adding a solution of ammonium 
carbonate in dilute ammonium hydroxide, slowly and with continual 
stirring, to a solution of the dye and free acetic acid. In such a test 
the final color of a solution of the dye alone is clear light yellow, but 
with aluminum the color ranges from a clear faint pink to a deep red 
if the amount of aluminum is not over 0.1 mg. in 50 cc. of solution. 
With larger amounts of aluminum the red lake precipitates at once. 
The use of the dye for a quantitative estimation is therefore limited to 
material containing less than 0.1 per cent of aluminum and works best 
when the percentage is less than 0.05. 

3. The results given in the following table were obtained by Lun- 
dell and Knowles (Joc. cit.) and indicate which method is the most suit- 
able for a given type of alloy. 


TABLE X 


(Numbers Refer to Bureau of Standard’s Standard Samples) 


Character of the Test Obtained in: 


Per Cent 
Material Al Present “ 
or Added | yfethod I | Method IZ | Method III 
SGC. 225 0—e ee VAG a || Sedan Excellent Good 
OROGGiL ML Piatias.. 3 Excellent Good 
BIASES R DME eiere isso is)se 3 soa - 0.003 Excellent | Good Good 
0.006 Excellent | Good Good 
IW OY 0.003 Excellent | Weak Weak 
0.01 Excellent | Good Fair 
Phosphor bronze 63......... 0.04 Excellent | Good Fair 
Joumalbearing ss. 02.5.2... 0.003 Excellent | Good Fair 
0.01 Excellent | Good Fair 
Lead-base bearing metal 53. . 0.003 Excellent | Unsatisfactory | Unsatisfactory 
0.006 Excellent | Very weak Very weak 
OSLO] eee ea ane Fair Weak 
Tin-base bearing metal 54... 0.003 Good Unsatisfactory | Unsatisfactory 
0.006 Good Unsatisfactory | Unsatisfactory 
0. 


OLN en oe cokes Very weak Very weak 
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4. In the use of “Aluminon” as a qualitative test for aluminum, 
interference by chromium is prevented by an unusual property of the 
aluminum lake, which, when once formed in an acetic acid-acetate 
buffer, is not decomposed in any reasonable time when the solution is 
made alkaline with ammonium hydroxide, although it does not form in 
alkaline solution. The chromium lake, which resembles the aluminum 
compound in appearance, forms in an acetate solution, but is decolorized 
upon the addition of ammonium hydroxide. Under the conditions of 
the test (Hammett and Sottery, Joc. cit.) (1) silicic acid and salts of bis- 
muth, lead, antimony, stannic tin, mercuric mercury, and titanium 
give white precipitates; (2) salts of cadmium, zinc, manganese, cobalt, 
and nickel give no precipitate; (3) chromium, alkaline earths, and phos- 
phate do not interfere if ammonium hydroxide-ammonium carbonate 
solution is added; (4) ferric salts give a deep violet precipitate in the 
acetic acid solution but this is converted into a reddish-brown precip- 
itate by ammonium hydroxide. The separation of iron from alu- 
minum by sodium hydroxide or peroxide is sufficient to prevent the 
interference by iron. The delicacy of the test is of the order of 10—® 
mole of aluminum. 

5. Middleton? reports that “Aluminon”’ forms lakes with the hydrox- 
ides or basic acetates of beryllium, yttrium, lanthanum, cerium, 
neodymium, erbium, zirconium, and thorium. “ All these are deeper 
red than the aluminum lake, the color being a rich, bright crimson, 
that with cerous hydroxide much darker than the others. All, except 
that of beryllium, are either dissolved or decolorized by moderate 
additions of ammonium carbonate. Accordingly, the reagent does 
not distinguish aluminum from beryllium in mixtures of the two 
hydroxides. The lakes are not affected by moderate concentrations 
of ammonia except that of zirconium which is partially decolorized and 
flocculates as a rose-pink precipitate. All are distinctly less soluble 
than the corresponding hydroxides or basic acetates.”’ 7 

Corey and Rogers! have studied the reactions of ‘“Aluminon” 
with scandium, gallium, indium, thallium, and germanium. ‘ Scan- 
dium produces a red lake, insoluble in ammonium hydroxide but readily 
soluble in ammonium carbonate. The gallium lake forms more slowly 
but, when once produced, more closely resembles that of aluminum, 
being insoluble in ammonium hydroxide and dissolving in a solution 

2 J. Am. Chem, Soc., 48, 2125 (1926) ies 

10 J, Am. Chem. Soc., 49, 216 (1927). y 
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of ammonium carbonate only after standing for some time. Indium 
gives a red solution which is relatively stable in the presence of ammo- 
nium hydroxide, although no precipitate is produced. The red color 
of the solution is discharged by the addition of ammonium carbonate. 
In this respect it approaches the behavior of tervalent thallium whose 
lake forms with difficulty and is unstable both in ammonium hydroxide 
and in ammonium carbonate. Germanium forms no stable lake with 
“Aluminon,” in this respect resembling silicon, stannic tin and lead.” 

6. Since aluminum is one of the most common impurities in chem- 
ical reagents, it is necessary to be certain it is not present in any 
reagent employed in the analysis. 


DETERMINATION OF ALUMINUM BY ALIZARIN-S 


When the sodium salt of alizarin monosulfonic acid is added to a 
faintly acid solution of an aluminum salt, a red coloration or a precip- 
itate is produced.!! The presence of glycerine will prevent or retard 
the formation of a precipitate. The test is sensitive to one part of 
aluminum in ten million parts of solution. 


Reagents. 


1. Hydrochloric acid, 6 N. 

2. Acetic acid, 6 N. 

3. Ammonium hydroxide, 6N. Made from freshly distilled am- 
monia as needed. 

4, Glycerine, C.P. 

5. Alizarin-S, 1 per cent solution. 

6. Standard aluminum solution. Dissolve 0.9311 gram of common 
alum, Als(SO4)3-K2SO4-24H20, in water, dilute to a liter and thor- 
oughly mix. Ten cc. of this solution are diluted to one liter and mixed 
thoroughly. The diluted solution contains 0.001 mg. of Al,Os per 
cubic centimeter. 

Procedure.—A sample is taken such that its aluminum content is 
between 0.005 and 0.05 mg. and dissolved in the least possible quan- 
tity of dilute hydrochloric acid. In case stronger acid is required to 
bring the sample into solution, the excess acid is neutralized with 
ammonium hydroxide. The final volume of the solution should not 
exceed 25 cc., an aliquot part being taken if necessary. To the solu- 


uF. W. Atack, J. Soc. Chem. Ind., 34, 936 (1915). 
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tion, or an aliquot part, add 10 cc. of glycerine and 5 cc. of 1 per cent 
alizarin reagent, and dilute to about 40 cc. After mixing, allow the 
solution to stand 5 minutes and then acidify with acetic acid until no 
further change in color is observed, gently mixing after each addition 
of acid. Finally, dilute the solution to 50 cc. with water, mix, and 
compare at once with a standard prepared along with the sample 
under as near the same conditions as possible. The comparison is 
made by the method of dilution or balancing. 


Notes. 


1. The color produced by adding alizarin reagent to dilute solu- 
tions of aluminum is not permanent and, hence, a series of natural 
standards is not satisfactory. On account of a slight fading that may 
occur before the matching can be made, the use of a set of artificial 
standards is not recommended. The method of duplication cannot 
be used on account of the time required to produce the color after als 
alizarin has been added to the standard. 

2. A large excess of alizarin reagent is required and 5 minutes must 
be allowed for it to react with the alumina. After the addition of 
acetic acid, the comparison of color must be made as quickly as pos- 
sible on account of the fact the acid gradually attacks the finely divided 
precipitate, especially in the presence of phosphates. 

3. The colorimetric estimation of aluminum is not affected by mod- 
erate amounts of calcium, magnesium, and zinc salts, nor by relatively 
small quantities of phosphate, chromium, and iron. For example, 
0.003 mg. of Al can be detected in the presence of 1 mg. of Fe+++ or 
10 mg. of Cr+++. Citric acid or a citrate may be used to keep larger 
amounts of iron in solution. If cobalt is present, an excess of ammo- 
nium hydroxide must never be used. !” 

4, Since aluminum is one of the most common impurities in chem- 
ical reagents, it is necessary to be certain it is not present in any 
reagent employed in the analysis. Freshly distilled ammonia must 
be used for preparing the ammonium hydroxide solution, and the latter 
prepared only as needed. 

5. Nitric acid causes a more rapid fading of onae than do the other 
acids and, hence, its use should be avoided as far as possible. 


12 Atack, loc. cit. 
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DETERMINATION OF ALUMINUM BY HEMATOXYLIN 


MeEtHop oF HATFIELD !3 


This method is a modification of the hematoxylin or logwood test 
for aluminum and consists in forming the hematoxylin-aluminum color 
compound in samples of water which have been adjusted to pH 8.2 
to 8.3, and then acidifying the color solution to pH 4.5. The method 
gives results accurate to 0.1 part of aluminum per million parts of 
water, and is well fitted for routine water analysis in that it is rapid and 
not interfered with by the alumino complexes present in raw water. 


Reagents. 


1. Acetic acid, 30 per cent. Dilute glacial acetic acid with dis- 
tilled water. 

2. Ammonium carbonate. Use a saturated solution. Keep the 
solution in a glass-stoppered bottle in the presence of an excess of 
solid amonium carbonate. 

3. Hematoxylin solution. Dissolve 0.1 gram of C. P. hematoxylin 
(white crystals) in 100 cc. of boiling distilled water. This solution is 
stable for 2 or 3 weeks. 

4, Standard aluminum solution. Dissolve 0.8405 gram of ammo- 
nium alum, (NH:1)2SO4:Ale(SO4)3-24H20, in distilled water, dilute to 
a liter, and mix thoroughly. Dilute one cubic centimeter of this solu- 
tion to 50 cc. One cubic centimeter of the diluted solution contains 
1.0p.p.m.aluminum. Use also a 1 : 10 dilution of the standard solution. 

Procedure.—Place 50 cc. of the water to be tested in a 50 cc. 
Nessler cylinder (tall form), add 1 cc. of a saturated solution of ammo- 
nium carbonate and 1 cc. of hematoxylin solution. Mix by inverting 
the tube twice. Allow the solution to stand for 15 minutes in order 
to develop the maximum lavender color, then acidify with 1 cc. of 
30 per cent acetic acid and compare the color with that of standard 
color tubes prepared in exactly the same way and at the same time 
by using standard ammonium alum solution and distilled water (see 
Note 3) to represent 0.0 to 1.0 p.p.m. aluminum. 


Notes. 


1. When the concentration is less than 0.15 p.p.m. aluminum the 
color is compared against white paper through the length of the Nessler 


18 Ind. Eng. Chem., 16, 233 (1924). 


122 ALUMINUM 


cylinders, but with higher concentrations it is best to make the com- 
parison through the sides of the tubes. 

2. The unknown and standard color solutions should be made as 
near at the same time as possible, because the color varies with the time 
of formation. A difference of 15 minutes will make some difference in 
the tint, but will allow readings to 0.1 p.p.m. aluminum. 

3. If color standards prepared with distilled water are unsatisfac- 
tory because of interfering ions, the standards should be made with the 
raw water which has been filtered through a Berkefeld filter. In this 
way the naturally occurring ions which interfere with the color reac- 
tion are compensated for in the standards. In using the Berkefeld 
filter care must be taken that it does not become contaminated with 
alum dust from the plant. 

4, “ Many comparisons of results obtained by the gravimetric 
method and the modified hematoxylin method have been made on fil- 
tered water samples with hydrogen-ion concentrations ranging from 
3.3 to 9.0 pH units. The comparisons show that the results check 
very satisfactorily where the pH values of the samples were above 6.0. 
Samples of the filtered water with pH values below 6.0 very rapidly 
dissolve silica from the ordinary flint glass laboratory sample bottles. 
This is particularly true as the acidity increases. Unless special pre- 
cautions are taken to remove all silica, the gravimetric results on these 
acid samples are high. ‘The modified hematoxylin method gave very 
consistent results on acid samples, which compared closely with the 
theoretical amount of aluminum ions added. Near the two extreme 
ends of the aluminum hydroxide insolubility zone (pH 5.7 to 7.3) the 
hematoxylin method is more sensitive than the gravimetric method.” !4 


14W.D. Hatfield, loc. cit. 


CHAPTER IX 


ANTIMONY AND ARSENIC 


DETERMINATION OF ANTIMONY AS THE SULFIDE 


Tus method! is especially adapted to the determination of anti- 
mony in alloys (copper, brass, etc.) in amounts varying between 
0.003 and 0.1 per cent. The copper is removed by precipitation in 
He2SOx solution with NaH2PO2. Hydrochloric acid is then added to 
the filtrate and more NaH2PO2 added. This precipitates the arsenic. 
The antimony is next precipitated by Cu as in the Reinsch test. The 
antimony is dissolved by treatment with NagOz, a trace of Cut+ is 
precipitated by ZnS, the SbO4-—~ reduced to Sb++* by SOg, the SO2 
' eliminated by boiling, and the solution finally saturated with H2S after 
the addition of a little gum arabic solution. The resulting yellow col- 
loidal suspension of Sb2S3 is matched against a standard suspension. 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. 

. Sulfuric acid, 6 N and 9 N. 

. Nitric acid, 6 N. 

. Hydrochloric acid, sp. gr. 1.19. 

. Hydrochloric acid, 6 N. 

. Sodium hypophosphite, NaH2POz. 

. Sodium peroxide. 

. Strip of metallic copper, about 1.5 10 cm. 

. Zinc sulfide. 

. Sulfur dioxide. 

. Hydrogen sulfide. Use pure HeS prepared as directed on p. 240. 

. Benzene. | 

. Gum arabic solution, 1 per cent. 
14. Standard antimony solution. Dissolve 6.2668 gram of potas- 

sium antimonyl tartrate, K(SbO)CsH40¢, in hydrochloric acid and 
1B. S. Evans, Analyst, 47, 1 (1922). 
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dilute to one liter, adding a little more acid if needed to keep the anti- 
mony in solution. Mix thoroughly. One cubic centimeter of this 
solution contains 0.1 mg. of antimony. 

Procedure.—Dissolve 5 grams of the alloy in 60 cc. of 6N HNOs 
and 10 cc. of H2SOs (sp. gr. 1.84). . Evaporate until dense white fumes 
are given off, cool, and dilute to 100 cc. Next add 14 grams of solid 
NaH2POs, heat the solution almost to boiling, filter through a rapid 
filter into a 750 cc. flask, and wash the spongy copper several times 
with hot water. Add 2 grams more of NaH2POs2, 100 cc. of HCl 
(sp. gr. 1.19), and boil 15 minutes to precipitate the arsenic. Add more 
NaH2PO2 if needed to complete the precipitation of the arsenic. 
Finally add 10 cc. of benzene, which will serve to condense the col- 
loidal arsenic, and filter through a filter previously wetted with water. 
The mixture of colloid and benzene will not pass through the wet 
filter. Test the filtrate by boiling to see if more arsenic precipitates. 
Should arsenic still be present, add more NaH2PO2. To the final fil- 
trate, after complete removal of arsenic, add a strip of copper foil, 
about 1.5 X 10 cm., which has been coiled into a flat spiral and cleaned 
by heating in 6 N HNO; and washing with water. Gently boil the 
solution 1.5 to 2 hours. The antimony precipitates on the copper foil. 
Decant the solution, wash the antimony deposit rapidly with cold 
water, and quickly place it in a beaker, cover with water and add 1 
gram of NazO2. Heat until the deposit has apparently dissolved and 
decant the solution. Wash the copper foil several times with cold 
water. It will be tarnished with a little CuO. Cover it with 6 N HCl. 
This will remove the stain due to CuO. If the coil is not bright after 
immersion in HCl, repeat the treatment with NazOz in order to 
remove the remaining small quantity of antimony. To the solution 
containing the antimony add 0.5 gram of ZnS and let stand about 2 
hours to insure the precipitation of the last trace of copper as CuS. 
Then filter, wash the precipitate with a little cold water, acidify with 
HCl and introduce SOz to reduce SbO4-~~ to Sb+++. This should 
require only 3 to 5 minutes. Boil gently until every trace of SO2 has 
been driven off. It is advisable to evaporate to a volume of 10 cc. 
Measure out 5 cc. of the standard antimony solution, add 80 cc. of 
water, reduce with SOz and concentrate as in the solution analyzed. 
Cool both solutions, add to each 5 cc. of a 1 per cent gum arabic solu- 
tion, and pass H2S into them until the maximum color develops. This 


will require only a few seconds. Transfer the solutions to Nessler 
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tubes and dilute the stronger one until it matches the other. By 
measuring the height of each solution, the quantity of antimony is 
easily calculated. 


Notes. 


1. The gum arabic solution is added to keep the SbeSz3 in colloidal 
suspension. . 

2. If the alloy contains a large amount of tin, low results will be 
obtained due to the precipitation of antimony with the metastannic 
acid gel. In order to prevent this, add 5 grams of KHC4H40g after 
diluting the evaporated H2SO, solution. The KHC4sH40¢ will keep 
the antimony in solution but prevents the copper precipitating as 
easily as it would otherwise. Hence, it is necessary to add 14 grams of 
NaHo2POsz. 

3. The presence of bismuth does not interfere with the analysis. 


REFERENCES 


1. P. Schidrowitz and H. A. Goldsbrough, Analyst, 36, 101 (1911). 
2. W. Beam and G. A. Freak, ibid., 44, 196 (1919). 
3. B.S. Evans, zbid., 47, 1 (1922). 


DETERMINATION OF ARSENIC BY FORMATION OF A STAIN 
ON MERCURIC BROMIDE PAPER BY ARSINE 


The method depends upon the reduction of arsenates first to arsen- 
ious acid and finally to arsine. The arsine is then passed over strips 
of paper impregnated with mercuric bromide and the stains produced 
on the paper are compared with stains produced by known amounts of 
arsenic. 


Reagents. 


. Hydrochloric acid, 3 N. 

. Sulfuric acid, 6 N. 

. Ferrous sulfate, C. P. 

. Potassium iodide, C.P. 

. Stannous chloride. Saturate hydrochloric acid solution (sp. gr. 
1.2) with tin, dilute with an equal volume of water, and add a slight 
excess of acid from time to time. Keep a strip of metallic tin in the 
bottle. 


nr WN eS 
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6. Lead acetate. A 5 per cent solution and also strips of lead 
acetate paper. 

7. Zinc. Arsenic-free. 

8. Mercuric bromide paper. Soak heavy strips (2.5 cm. X 12 cm.) 
of drafting paper in a 5 per cent solution of mercuric bromide for an 
hour, remove the strips, squeeze out the excess of solution, and hang 
them up to dry. 

9. Standard arsenic solution. Dissolve 0.1320 gram of pure arseni- 
ous oxide, As2O3, in 2.5 N sodium hydroxide, add several hundred 
cubic centimeters of water, acidify with hydrochloric acid, and dilute 
toaliter. Thoroughly mix. Ten cubic centimeters of this solution are 
diluted to 250 cc. One cubic centimeter of the diluted solution contains 
0.004 mg. of arsenic. 

10. Standard arsenic stains. A series of stains is prepared in the 
same way as that specified for the sample (see procedure below). The 
arsenic should vary at intervals from 0.001 to 0.05 mg. 

Procedure.—Unless the sample contains iron, the latter must be 
added (in the form of a ferrous salt) before the reduction of the arsenic. 2 
The reduction of arsenate to arsenious acid is obtained by heating 
almost to boiling the sample in 3 N HCl with KI and a few cubic 
centimeters of stannous chloride. The arsenic content of the sample 
must be less than 0.04 mg. 

The generator consists of a small (1 or 2 oz.) wide-mouth bottle 
fitted with an upright tube about 15 cm. long. The tube is divided 
into two chambers; the upper is filled with cotton moistened with lead 
acetate solution, the lower is filled with strips of lead acetate paper. 
A strip of the mercuric bromide paper is suspended in a capillary tube 
(3mm. X 12 cm.) which is attached to the top of the 15 cm. tube. A 
“blank ” run for 1 hour is made with 40 cc. of 6 N sulfuric acid, 5 
drops of the stannous chloride solution, and about 10 grams of arsenic- 
free zinc. The sample, reduced as mentioned above, is then introduced 
into the generator. The arsine evolved comes in contact with the 
mercuric bromide paper in the capillary and produces a deep orange 
stain of varying length. The stain shades sharply to a light yellow 
and then to the untouched paper. The stained paper is matched 
against a series of stains produced by known amounts of arsenic. 


2 W.S. Allen and R. M. Palmer, Orig. Com, 8th Intern. Cong. Appl. Chem., 1, 9 a: 
see also U. S. Dept. of Agriculture, Bureau of Chem., Bulletin No. 102. 
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Notes. 


1. Sulfides, compounds of antimony, and phosphoric acid interfere 
with the analysis due to the formation of hydrogen sulfide, stibine, and 
phosphine, respectively. The arsenic may be separated from anti- 
mony by precipitation with magnesium phosphate, but this is not very 
satisfactory. It is better to concentrate a large amount of the sub- 
stance and estimate the arsenic gravimetrically. Sulfides and phos- 
phoric acid may be removed by oxidation with nitric acid. Fluorine, 
if present in more than a trace, must be removed from the sample. 

2. The purpose of the stannous chloride solution in the reduction 
of arsenates to arsenious acid is to take up any iodine liberated during 
the reduction. 

3. Arsenates may be reduced to arsenious acid by the action of 
nascent hydrogen. This method, however, is difficult and it is better 
to reduce the arsenate before adding the sample to the generator. 

4. The purpose of the lead acetate in the generator tube is to remove 
traces of hydrogen sulfide which would stain the mercuric bromide 
paper. 

5. It is necessary to run a “ blank ” in order to be certain that 
arsenic is not introduced by any of the reagents. 

6. The series of standard stains are prepared in the same way 
as the stain from the sample and will keep for six months if made with 
mercuric bromide papers. Mercuric chloride papers can be used but 
the standard stains will fade in a few days. 

7. The length of the orange stain varies with the amount of arsenic 
present. If antimony is present the stain is longer and of a lighter 
shade of color than the standard. A stain due to antimony will fade 
when exposed to hydrochloric acid fumes, while an arsenic stain is 
intensified. 3 ; 

8. The purpose of adding stannous chloride to the generator is 
to sensitize the zinc. 

9. Arsenic-free iron is recommended for use in the generator in 
place of zinc. The former produces arsine but not the undesired 
stibine or phosphine. 

10. The generator must be adjusted so as to give a uniform rate of 
production of hydrogen during the formation of the sample stain and 


3 Disc. 8th Intern. Cong. Appl. Chem., 27, 4 (1912). 
4 Cf. F. D. Snell, Colorimetric Analysis, p. 66. D. Van Nostrand Co., New York, 1921. 
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those of the standards. Any organic matter in the sample must be so 
treated that it will not interfere with the desired rate of flow of hydro- 
gen. 


DETERMINATION OF ARSENIC BY SILVER NITRATE® 


This is a modification of the mercuric bromide method, the only 
difference being that a few crystals of silver nitrate are put in the 
capillary tube in place of the mercuric bromide paper. A black stain 
is produced on the crystals by the arsine and is compared with standard 
stains produced by known amounts of arsenic in a similar way. A 
series of standard tubes, representing varying amounts of arsenic, may 
be prepared and sealed. ‘These will keep indefinitely. 


DETERMINATION OF ARSENIC BY QUININE ARSENOMOLYBDATE 


The method is based upon. the colloidal suspension produced by 
adding quinine arsenomolybdate reagent to a solution containing 
pentavalent arsenic. 


Reagents. 


1. Molybdenum trioxide solution. Dissolve 3.5 grams of NazCO3 
in 50 cc. of water, add 9.5 grams of MoOs, heat on the water-bath till 
solution is complete, cool, dilute to 100 cc., and mix thoroughly. 

2. Nitric acid. Dilute 25 cc. of HNOs (sp. gr. 1.34) to 100 cc. 

3. Standard arsenic solution. Add 1.3202 grams of pure As2O3 
to dilute HNO3, evaporate on a water-bath nearly to dryness, dilute 
to a liter, and mix thoroughly. Ten cubic centimeters of this solution 
are diluted to a liter and thoroughly mixed. One cubic centimeter of 
the diluted solution contains 0.01 mg. of arsenic. 

4, Quinine arsenomolybdate reagent. Dissolve 0.5 gram of 
neutral quinine hydrochloride in 10 cc. of water, add 5 cc. of (3) and 10 
cc. of (2), and then 1 cc. of (1), drop by drop with continuous stirring. 
The addition of reagent (1) forms a precipitate which almost com- 
pletely redissolves in a few minutes, giving a slightly opalescent mix- 
ture. This is diluted to 120 cc., mixed, and filtered through a filter 
that has been washed with dilute HNOs3 and then with water. 

Procedure.—A sample is taken having an arsenic content between 
0.008 and 0.035 mg. In the absence of H2S group metals, the solution 

5, Moreau and E. Vinet, Compt. rend., 158, 869 (1914). 
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of the sample is strongly acidified with acid, saturated with H2S, stop- 
pered, and allowed to stand 24 hours. Then filter through asbestos, 
wash, dissolve the precipitate in hot concentrated HNO; containing 
bromine water, and evaporate the filtrate and washings to dryness on 
the water-bath. The residue is taken up in 20 cc. of the quinine 
arsenomolybdate reagent. At the same time a standard is prepared 
by adding 0.5 cc. of (2) to 2.5 cc. of (3), then 2 cc. of water, and 20 cc. 
of (4). After the solutions have stood 15 minutes they are compared in 
a colorimeter. If desirable, the sample can be compared with a series 
of standards representing varying amounts of arsenic. 


Notes. 


1. Organic matter interferes with the analysis and must be 
destroyed by (1) H2SO4 and HNOs, (2) HCl and KCl1Os, or (3) by 
igniting with CaO or with MgO and Mg(NOs)2. 

2. Interfering metals are removed by means of HeS or by distill- 
ing the arsenicas AsCl3. Procedure when H2S group metals are present.— 
After destroying the organic matter with H2SO4 and HNOs, most of 
the H2SOx is driven off, the cooled residue (less than 1 cc.) taken up 
with water, transferred to a 50 cc. glass-stoppered retort, and a little 
KCl, a little KBr, and a few crystals of hydrazine sulfate are added. 
The neck of the retort is slightly inclined upwards, and is connected toa 
vertical bulbed tube, the end of which has been drawn out to a fine 
opening, the latter dipping into a few cubic centimeters of water. 
Carefully distill the solution nearly to dryness, cool, add 1 cc. cone. 
HCl, again distill almost to dryness, and repeat 3 or 4 times. Add to 
the distillate 20 to 30 cc. of water, 5 cc. of concentrated HNOs, 5 cc. 
of bromine water, and evaporate to dryness on the water-bath. The 
residue is treated with 20 cc. of the quinine arsenomolybdate solution 
and after standing 15 minutes is compared with a standard prepared 
as described in the Procedure. ; 

3. If the organic matter was destroyed by igniting with CaO, or 
MgO and Mg(NOs)2, the mass is dissolved in the least possible amount 
of HCl and water, and the distillation carried out as directed in Note 2. 

4, If antimony or mercury is present, the temperature must be 
kept below 115° C. to prevent them from passing over into the distil- 
late. Should this happen, they would cause loss of arsenic in the sub- 
sequent evaporation. 
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5. This method has been tested by Chouchak® using solutions of 
known arsenic content, both alone and after the addition of copper, 
mercury, antimony, and organic matter (sugar, wine), and excellent 
results were obtained. With amounts of arsenic varying between 
0.00257 and 0.0429 mg. the errors were between 0.0001 and 0.0012 mg. 


6 Ann. chim. anal. chim. appl. [2], 4, 138 (1922). 


CHAPTER X 


BISMUTH, BORON, AND BROMINE 


DETERMINATION OF BISMUTH AS THE IODIDE 
MeEtTHop A 


WHEN potassium iodide is added to a dilute nitric or sulfuric acid 
solution containing a small amount of bismuth a yellow color is pro- 
duced, due to the formation of bismuth iodide. The depth of color is 
proportional to the bismuth content of the solution. The method is 
suitable for the determination of bismuth in small quantities. The 
weight of bismuth in the sample taken for analysis must not be over 
0.15 mg.! 


Reagents. 


. Nitric acid, 6 N. 

. Sulfurous acid. Use a saturated solution. 

. Sodium carbonate, 3 N. 

. Ammonium carbonate, 3 N. 

Ammonium hydroxide, 6 N. 

. Lead nitrate, 13.5 grams per liter. 

. Potassium iodide. Dissolve 17 grams in water and dilute to a 


liter. 

8. Standard bismuth solution. Dissolve 0.2321 gram of bismuth 
nitrate, Bi(NO3)3-5H2O, in dilute nitric acid, dilute to a liter and 
thoroughly mix. Or, a similar standard may be made by dissolving 
0.1 gram of pure bismuth in nitric acid and diluting to a liter, care 
being taken to have sufficient acid present to prevent the bismuth pre- 
cipitating as the sub-nitrate. Each of these solutions contain 0.1 mg. 
of bismuth per cubic centimeter. For the dilution or balancing meth- 
ods the standard is further diluted as follows: Add 10 cc. of concen- 
trated nitric acid to 50 cc. of the standard, dilute with about 800 cc. of 
water, add 25 cc. of potassium iodide solution and 5 cc. of sulfurous 


1Eng. Mining J., 104, 1091 (1917). 
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acid, dilute to a liter and mix thoroughly. This solution contains 
0.005 mg. of bismuth per cubic centimeter. 

Procedure.—A sample is taken such that the bismuth content is 
not over 0.15 mg. and, if a solid, is dissolved in a small quantity of 
nitric acid. Sodium carbonate is then added to the solution of the 
sample. Bismuth, together with other metals, is precipitated and 
filtered. Test the filtrate to see if all of the bismuth was precipitated. 
If not, then more time must be given to allow the precipitate to form. 
In exceptional cases this may require 5 hours. Thoroughly wash the 
precipitate, dissolve in nitric acid, add 5 cc. of lead nitrate solution, 
nearly neutralize the solution with ammonium hydroxide and add 
ammonium carbonate in slight excess. Bismuth sub-nitrate precip- 
itates almost free from other metals. Dissolve the bismuth sub- 
nitrate in nitric acid, taking care to thoroughly wash all parts of the 
filter with the acid. The volume is adjusted to about 25 cc. (by evap- 
oration or dilution), 10 drops of sulfurous acid and 5 cc. of the potas- 
sium iodide solution are added and the solution diluted to a liter. 
Thoroughly mix. The color of the solution is then compared with a 
standard bismuth solution. Any of the four methods of comparison 
may be used. 


Notes. 


1. The solution must be free from large amounts of lead, copper, 
tin, antimony, gold, and silver.2 These metals are removed by pre- 
cipitation. Much copper, arsenic, and iron cause high results due to 
the liberation of iodine. Ammonium chloride, hydrochloric acid, and 
large amounts of antimony give low results. 

2. The precipitation of bismuth may be hastened by thorough 
stirring or shaking. 

3. In case the precipitate of bismuth sub-nitrate seems too impure 
it is redissolved in nitric acid and reprecipitated. If copper is present, 
as indicated by the color of the solution, a few cubic centimeters of 
potassium cyanide solution are added to decolorize the solution before 
the reprecipitation. . 
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MetHop B 


This method is based upon Aubry’s iodoquinic reagent which gives 
an orange-red color to dilute solutions of bismuth in acetone. 


Reagents. 


1. Nitric acid, 10 per cent. 

2. Iodoquinic reagent (Aubry’s reagent). One gram of quinine 
sulfate, 3 or 4 drops of sulfuric acid, and 2 grams of potassium iodide 
are dissolved in 100 cc. of water. 

3. Standard bismuth solution. Use same as that in Method A. 

Procedure.—A 10 cc. solution of the sample (Bi content between 
0.1 and 1 mg.) in 10 per cent nitric acid is mixed with 2 cc. of the iodo- 
quinic reagent and 8 cc. of acetone, and the resulting color matched 
against that of a standard prepared similarly. 

Note.—Cuny and Poirot make the analysis in water solutions to 
which has been added gum arabic. The latter keeps the bismuth pre- 
cipitate in colloidal suspension. Their results vary from —3.5 per 
cent to +2.4 per cent of the theoretical. The sources of error are: 
(1) Free acids, except HNOs as used in the procedure and (2) several 
metal salts (especially iron salts) which set iodine free. In most cases 
the gum arabic prevents precipitation, but the salts may cause floccu- 
lation. The sample and standard should be prepared under as near 
the same conditions as possible. 


REFERENCES 


1, P. Aubry, J. pharm. chim., 25, 15 (1922). 
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DETERMINATION OF BORIC ACID BY TURMERIC PAPER 


In this method the boric acid in the sample is treated with methyl 
alcohol, the resultant methyl borate distilled into an alkali solution 
and, after further treatment, the stain made on a standard turmeric 
paper is matched against a series of stains similarly produced with 
known amounts of boric acid. Or, the methyl borate distillate may be 
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evaporated to dryness, the residue taken up in a little water and hydro- 
chloric acid, an ethyl acetate solution of turmeric added, and the result- 
ing red color matched against a standard prepared by treating in the 
same way a solution containing a known quantity of boric acid. 


Reagents. 


Hydrochloric acid, sp. gr. 1.162. 
Phosphoric acid. 

. Sodium carbonate, 1 N. 

Methyl alcohol. . 

5. Turmeric paper. Select a’ good grade of drafting paper of 
uniform thickness and cut it into narrow strips (say 2 or 3mm.). The 
papers are then soaked in a solution of turmeric, the excess of solution 
squeezed out, and the papers dried. The saturation must be made as 
uniform as possible. 

5. Turmeric solution. Shake an excess of turmeric powder with 
95 per cent ethyl alcohol, and filter the mixture. 

6. Standard borate solution. Dissolve 0.2739 gram of sodium 
tetraborate, NazB207-10H20, in water, dilute to a liter, and mix thor- 
oughly. One cubic centimeter of this solution contains 0.1 mg. of 
B2Os. 


Bm WN 


THe User or TuRMERIC PAPER 


Procedure.—A sample of suitable size (see Note, p. 135) is placed 
in a platinum dish together with a little sodium carbonate and ignited 
until all organic matter has been destroyed. ‘The ash is then treated 
with 5 to 10 cc. of phosphoric acid, the mixture poured into a small 
distillation flask, the dish rinsed out with 20 cc. of methyl alcohol and 
the washings added to the flask. Connect the flask to a condenser 
and distill from a water-bath, collecting the distillate in a platinum 
crucible containing a few drops of the sodium carbonate solution. 
Ten cubic centimeters more of methyl alcohol are added to the flask 
and the distillation again made, the distillate being collected in the 
crucible with the first one. Evaporate the combined distillates to 
dryness, cool, add 4 drops of hydrochloric acid and 0.5 cc. of water, 
transfer the solution to a small vial 30 mm. high (rinsing several times 
with 2 or 3 drops of water), and dilute to 1.5 cc. as shown by a mark on 
the vial. A strip of the turmeric paper (45 X 3 mm.) is then immersed 
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in the liquid 15 mm. and allowed to soak 3 hours at a temperature of 
35° C. or 10-24 hours at room temperature. The height in milli- 
meters of the red color thus produced is compared against a series of 
standard papers prepared by soaking strips of turmeric paper in solu- 
tions containing known amounts of borate treated in the same manner 
as the sample. 


Tue USE oF TURMERIC SOLUTION 


Procedure.—The method of procedure is the same as directed 
above, except that the residue obtained from evaporation of the 
distillate is dissolved in 1 cc. of water and 2 cc. of hydrochloric 
acid (sp. gr. 1.162). One cubic centimeter of the ethyl acetate 
solution of turmeric is then added to the sample and to each of the 
standards similarly treated and containing known amounts of B2Os. 
The resulting red colors are compared after standing 50 minutes. 

Note.—The size of sample taken for analysis depends upon the 
amount of borate suspected. Usually 1 gram is sufficient in case the 
sample is of vegetable origin, while 10 grams or more are ordinarily 
taken in case it is of animal origin. 
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DETERMINATION OF BORIC ACID BY CURCUMIN ; 


The method is based upon the red color produced when boric acid 
is added to a solution of curcumin containing oxalic acid. It is espe- 
cially adapted to the estimation of boric acid present in food as an 
adulterant. 


Reagents. 


1. Hydrochloric acid, 6 N. 

2. Oxalic acid. Saturated solution. 

3. Barium hydroxide. Saturated solution. 

4, Curcumin. Dissolve 0.5 gram in 500 cc. of alcohol. 


3C. E. Cassal and H. Gerrans, Chem. News, 87, 27 (1903); cf. Snell, Colorimetric 
Analysis, p. 126. D. Van Nostrand Co., New York, 1921. 
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5. Alcohol, 95 per cent. 

6. Standard borate solution. Dissolve 0.2739 gram of sodium 
tetraborate, NazB207-10H20, dilute to a liter and mix thoroughly. 
One cubic centimeter of this solution contains 0.1 mg. of B2O3. 

Procedure.—Place the sample in a platinum or porcelain dish, 
make strongly alkaline with barium hydroxide, evaporate to dryness 
on a paraffin-bath at 105° C., acidify the residue with hydrochloric 
acid and extract with several small portions of hot water. Filter the 
combined extracts into a 100 cc. flask. Transfer the filter and its con- 
tents to a platinum dish, make alkaline with barium hydroxide, and 
ignite in a Bunsen flame till the carbon has been removed. Dissolve 
the ash in a little hydrochloric acid, add the solution to the filtrate in 
the 100 cc. flask, dilute to the mark, and mix thoroughly. Pipette off 
10 cc. of this solution, mix it in a porcelain dish with 10-15 grams of 
purified sand, make alkaline with barium hydroxide, and evaporate 
to dryness on a paraffin-bath, stirring from time to time to insure 
thorough mixing. Acidify the residue with hydrochloric acid, add 2 
cc. of the oxalic acid solution, 2 cc. of the curcumin solution, mix thor- 
oughly, and cover the dish with a large glass funnel (which extends 
well over the edge of the dish) whose stem is connected to a set of pot- 
ash bulbs half filled with barium hydroxide solution. The potash 
bulbs are placed in cold water and connected to an aspirator. The 
dish is again heated on the paraffin-bath to dryness, this time a current 
of air being slowly drawn through the potash bulbs by suction. Add 
1 cc. of the curcumin solution to the residue and again heat to dryness. 
The dry mass is now extracted with several small portions of alcohol, 
the solution in the potash bulbs added to the residue, and the mixture 
evaporated to dryness. Acidify the residue with hydrochloric acid, 
treat it with the same reagents as used with the original substance, 
heat to dryness and extract with several small portions of alcohol. 
Add this extract to the previous one, filter, and match the color of 
the solution against a standard by the method of dilution or balancing. 
The standard is prepared by treating 10 cc. of the standard borate 
solution in the same manner and along with the sample. 


Notes. 


1. In case the final solutions of the sample and standard do not 
match in tint, one having more of an orange tint than the other, it is 
due to an excess of curcumin. Add one or two drops of the curcumin 
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solution until similar tints are obtained and match by dilution or bal- 
ancing. 

2. The purpose of mixing sand with an aliquot part of the solution 
is to secure complete and intimate contact between the reacting sub- 
stances at the drying-point (which is the point of reaction). 

3. The use of the funnel and potash bulbs is to prevent small losses 
of boric acid due to evaporation. Free boric acid in solution is far 
more easily lost by evaporation than seems to have been generally 
supposed. 

4. The second treatment of the ash from the 10 cc. aliquot part is 
usually sufficient to insure all the boric acid having entered into reac- 
tion. 


DETERMINATION OF BROMINE 4 


This method consists essentially in liberating the bromine from its 
salts by means of chlorine-water, dissolving the free bromine in carbon 
tetrachloride and matching the resulting yellow to reddish-brown solu- 


_ tion thus obtained with a series of standard solutions similarly pre- 


pared with known amounts of sodium bromide. While the pro- 
cedure was developed primarily for commercial natural brines, it will 
doubtless also apply to the analysis of artificial brines, such as those 
used in the manufacture of soda ash and in electrolytic cells. 


Reagents. 


1. Sulfuric acid, 1 N. 

2. Sodium carbonate, 1 N. 

3. Chlorine-water. Use a saturated solution. 

4, Carbon tetrachloride. 

5. Standard bromide solution. Dissolve 6.4390 grams of pure 
sodium bromide in water and dilute to a liter. Thoroughly mix. 


_ One cubic centimeter of the solution contains 5 mg. of bromine (as 


a 


bromide). Dilute 50 cc. of this solution to 500 cc. with water and mix 
thoroughly. The diluted solution contains 0.5 mg. of bromine (as bro- 
mide) per cubic centimeter. 

Procedure.—Place 100 cc. of the brine in an evaporating dish, add 
sodium carbonate until the liquid is alkaline and evaporate to dryness. 


Dissolve the residue in a little water and filter into a 250 cc. volu- 


40. R. Sweeney and J. R. Withrow, J. Ind. Eng. Chem., 9, 674 (1917). 
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metric flask. Add sulfuric acid until the solution is distinctly acid, 
dilute to the mark and mix thoroughly. Place 25 cc. of the solution in 
a 50 cc. Nessler cylinder, add chlorine-water until the maximum depth 
of color develops, then add 10 cc. of carbon tetrachloride and shake 
thoroughly. Compare the resulting carbon tetrachloride solution of 
bromine with a set of standards made in a similar way, using known 
amounts of sodium bromide. This comparison will give the approxi- 
mate amount of bromine in the sample solution. Then prepare a set 
of standards containing bromine very close above and below the 
amount estimated to be in the sample. Take another 25 cc. portion 
of the sample, add chlorine-water until the maximum depth of color 
develops and add the same amount to each of the standards. Shake 
the sample with 10 cc. of carbon tetrachloride, pour onto a wet filter 
and when the water has drained off, puncture the filter and catch the 
liquid in a 25 cc. Nessler cylinder. Match the color against a set of 
standards similarly prepared. 


Notes. 


1. It is best to make the final extraction, filtering, etc., in a dark- 
ened room, but this is not essential. 

2. In case the sample does not exactly match the standard, the 
darker solution may be diluted with carbon tetrachloride; or, since the 
operation is so simple, a new set of standards may be prepared. 

3. If a test shows that not all of the bromine was extracted by the 
10 cc. of carbon tetrachloride a second extraction must be made. 
Usually this will not be necessary. 

4. Traces of iodine present in most brines do not interfere and the 
iodine need not be reported. 


CHAPTER XI 


CALCIUM 


DETERMINATION OF CALCIUM BY ALIZARIN 1 


Tuis method depends upon the insolubility of calcium alizarinate. 
The calcium is first precipitated as the oxalate, then converted into the 
alizarinate under well-defined conditions, the latter filtered off, decom- 
posed by oxalic acid, and the liberated alizarin dissolved in alcohol, 
the solution made just alkaline with ammonia and diluted to a definite 
volume. The resultant solution of ammonium alizarinate is matched 
in color against a similar solution as standard. 


Reagents. 


1. Hydrochloric acid 1 N. 

2. Oxalic acid. 

3. Ammonium hydroxide, sp. gr. 0.90. 

4, Ammonium oxalate. A saturated solution and a 0.1 per cent 
solution. 

5. Sodium acetate. Make a saturated solution and add a little 
ammonium oxalate to precipitate any calcium present. 

6. Alcohol, 95 per cent. 

7. Alizarin reagent. Dissolve 1 part of pure alizarin in 1000 parts 
of 95 per cent alcohol. 

8. Standard alizarin solution. Prepare accurately a 0.001 molar 
solution of pure alizarin in 95 per cent alcohol. Two cubic ceritimeters 
- of this solution are placed in a 50 cc. volumetric flask and 1 cc. of 
a strong solution of oxalic acid in 50 per cent alcohol is added together 
with a volume of 95 per cent alcohol approximately equal to the 
amount used in extracting the alizarin from the Gooch filter when deal- 
_ ing with the sample. Add water, make the solution just alkaline with 
ammonia, dilute to the mark, and thoroughly mix. The solution is 


1P. P. Laidlaw and W. W. Payne, Biochem. J., 16, 494 (1922). 
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then transferred to the colorimeter (Duboscq used by L. and P., loc. cit.) 
and a similar solution of the sample matched against it. 

Procedure.—A sample containing a few tenths (or less) of a milli- 
gram of calcium is taken for the anlaysis and carefully incinerated or 
sometimes, as in the case of blood serum, it may be used directly. 
Dissolve the ash in 0.5 cc. of N HCl and transfer to a centrifuge tube, 
using about 2 cc. of wash-water. Then add 1 cc. of a saturated solu- 
tion of ammonium oxalate, 2 cc. of a saturated solution of sodium 
acetate (calcium free), mix thoroughly, and let stand for 3 hours, 
or over night if more convenient. The precipitated calcium oxalate 
is then centrifugalised (2 min. at 4000 r.p.m. is sufficient) to the bottom 
of the tube, the supernatant liquid sucked off as completely as possible 
without disturbing the precipitate, 3 cc. of a 0.1 per cent solution of 
ammonium oxalate added, the precipitate stirred up and the centrifu- 
galization repeated at once. Again remove the supernatant liquid as 
completely as possible without disturbing the precipitate. Dissolve 
the precipitate of calcium oxalate in 0.5 cc. of N HCl and transfer the 
solution to a test tube, washing out the centrifuge tube four or five 
times with water. The total volume of the diluted solution in the 
test tube should be between 8 and 10 cc. Add an excess of alizarin 
reagent (1 cc. per 0.1 mg. of calcium), warm the solution on a water- 
bath to about 80° C., add five drops of concentrated ammonium 
hydroxide solution and mix. The mixture turns a deep purple. 
It is kept warm for about an hour and then set aside to cool and stand 
till the next day. All of the calcium should then have precipitated 
in clumps of blue-black microcrystalline needles of calcium alizarinate 
at the bottom of the test tube and the supernatant liquid should be pale 
in color. 

The calcium alizarinate is filtered through a Gooch filter of fine 
asbestos, using gentle suction, and washed with dilute ammonia. The 
test tube in which the crystallization took place is put under the deliv- 
ery from the Gooch crucible. Now pour over the precipitate 1 cc. of a 
strong solution of oxalic acid in 50 per cent alcohol, being careful to 
cover every part of the filter. The calcium alizarinate is at once 
decomposed and the color changes from the blue-black to orange. 
The alizarin thus liberated is washed through the filter (along with the 
excess of oxalic acid) with warm 95 per cent alcohol into the test tube. 
The alizarin solution is then transferred to a 50 cc. volumetric flask, 
the test tube being washed out with dilute ammonia. Make the sol 
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tion just alkaline with ammonia, dilute to the mark with water, thor- 
oughly mix, and transfer to the colorimeter for comparison against a 
standard solution of ammonium alizarinate. The alizarin in the sam- 
ple is calculated from the height of the column of solution which 
matches the standard, and this figure divided by six gives the weight 
of the calcium. 


Notes. 


1. A series of determinations of the composition of calcium alizar- 
inate, prepared under the conditions of the above procedure, shows 
that the calcium is only one-sixth of the weight of alizarin. Hence, to 
obtain the weight of calcium present in the sample it is only necessary 
to divide the weight of alizarin found by six. 

2. Using calcium-free reagents and pure alizarin, and avoiding 
undue haste, 0.1 mg. of calctum may be estimated to 0.002 or 0.005 mg. 
without much trouble. 

3. The calcium oxalate precipitate is allowed to stand 3 hours or 
longer, though most of the oxalate separates in a much shorter time. 
Especially in the case of direct estimations in blood serum the 3 hours’ 
standing gives more uniform results than shorter periods. L. and P., 
loc. cit. 

4. A reprecipitation of the calcium oxalate is made in order to 
obtain it free of magnesium (except possibly a trace) and with only a 
little excess of ammonium oxalate. 

5. The dilute HCl solution of the calcium oxalate should be 8 to 
10 cc. Ifa smaller volume were used, some calcium oxalate might 
separate at a later stage in the procedure. 

6. Laidlaw and Payne suggest introducing a minute amount of 
crystalline calcium alizarinate after the 5 drops of strong ammonia 
have been added to the hot (80°) mixture. This insures a complete 
and ready separation of the calcium alizarinate in a crystalline form 
and hence facilitates filtration. 

7. In filtering the calcium alizarinate, ‘‘ care must be taken not to 
suck much air through the filter since acids, even the carbonic acid of 
the air, will decompose the calcium salt.”’ L. and P., loc. cit. 

8. Paper filters are not as satisfactory as asbestos. Ordinary filter 
paper contains significant amounts of interfering salts. 

9. The alizarin solutions of the sample and standard should be 
prepared under as nearly the same conditions as possible in order 


142 CALCIUM 


that their tints match. A large excess of ammonia gives a ean tint 
instead of the red one obtained when the solution is just ammoniacal. — 
A small difference in the ammonia content of sample solution and — 
standard is insignificant, thanks to the buffer effect of the oxalate. 
10. Laidlaw and Payne? have tried the method on an artificial salt 
mixture, “made up to imitate the ash of blood serum but with the — 
magnesium in excess.” The solution had the following composition: 


Grams 
Nahin s cocina top es peat ee 4.6340 
BHO LU poets eee 0.0395 
MeS0O¢s7 74%: 109 sou ere e ne 0.7577 \ 
1 © OPEN RA Aba Auer eth ocioe, 0.2410 
TIC... ¢ 5 até io ene 8 cc ; 


Water to make 500 cc, of solution. 


A trace of iron was also present but was no disadvantage since it may 
be present in blood serum ash from hemoglobin. Table XI gives 
results obtained by Laidlaw and Payne when using various amounts 
of the above solution. a bie 


TABLE XI 


Ca Found 
Mg, 


Solution 
Taken, Ce. 


—_ 


0.9 0.171 

0.7 0.140 0.135 +0..005 
0.6 0.117 0.115 +0.002 
0.5 0,102 0,096 +0006 t 4 
0.4 0.0815 0.077 a 
0.3 0.056 1 


UF The same authors made calcium determinations o 
of human blood serum and found the results pra 
the estimations were made po. the ash | of tt 
2 “bthoust ashing. 

i. Experiments by Laid aw a 
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DETERMINATION OF CALCIUM AS THE OLEATE : 


The method depends upon the pale yellow color produced by 
colloidal calcium oleate. Magnesium must be absent since it pro-— 
duces a similar color. 


Reagents. 


1. Reagent A. Dissolve 20 grams of Rochelle salt and 7.5 grams 
of KOH in 100 cc. of water. 

2. Reagent B. Dissolve 2 grams of oleic acid and 0.5 gram of 
KOH in 400 cc. of alcohol and dilute to a liter. 

Procedure.—A solution of the sample containing 0.005 to 0.01 mg. 
of calcium is treated with 1 cc. of each of the reagents, diluted to 50 cc., 
shaken, allowed to stand one hour, and then compared with a series of 
standards produced similarly. 


DETERMINATION OF CALCIUM IN URINE ‘ 


This is a turbidimetric method. The calcium is first separated 
from the magnesium as oxalate, according to the method of McCrud- 
den.® ‘The calcium oxalate is then dissolved in dilute hydrochloric 
acid, the calcium reprecipitated as calcium soap, and the cloudy sus- 
pension compared in a colorimeter with a standard similarly prepared. 


Reagents. 


. Hydrochloric acid, sp. gr. 1.19. 

. Hydrochloric acid, 1 N. 

. Oxalic acid, 2 per cent. 

. Ammonium hydroxide, sp. gr. 0.90. 

Ammonium oxalate, 0.5 per-cent. 

. Sodium acetate, 10 per cent. 

7. Potassium ricinate reagent. Dissolve 15 grams of potassium 
hydroxide in a mixture of 25 cc. of water and 100 cc. of alcohol. Warm 
the solution, add 100 cc. of castor oil, shake thoroughly and heat under 
a reflux condenser on a hot water-bath until a drop or two of the liquid 
dissolves in water with no free oil showing. About 7 hours’ heating are 
usually required. Keep this as a stock solution. Withdraw 35 cc. of 


An Pwd 


3 A. Gregoire, E. Carpiaux, E. Larose, and T. Sola, Bull. soc. chim. Belg.,32, 123 (1923). 
4H. Lyman, J. Biol. Chem., 21, 551 (1915). 
5 J. Biol. Chem., 10, 187 (1911-12). 
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the stock solution and dilute it with 965 cc. of distilled water in which 
have been dissolved 9 grams of sodium hydroxide. The reagent 
. should be clear and almost colorless. It must be made up fresh from 
the stock solution once a week. 

8. Standard calcium oxalate solution. Dissolve 0.5468 gram of 
calcium oxalate, CaC204-H20, in 0.5 N hydrochloric acid, dilute to a 
liter with the 0.5 N acid, and thoroughly mix. One cubic centimeter 
of this solution contains 0.15 mg. of calcium. 

Procedure.—TIf the urine is alkaline, slightly acidify it, filter, make 
just alkaline with concentrated ammonium hydroxide and then just 
acid with concentrated hydrochloric acid. Cool the solution if neces- 
sary and add 5 drops of concentrated hydrochloric acid for each 100 cc. 
of urine. 

A distinct turbidity (due to phosphate) formed upon making the 
urine alkaline may serve as an indicator; otherwise, use litmus paper. 
The intensity of the turbidity may also serve to indicate the amount 
of urine to be taken for the analysis. In the case of a heavy turbidity 
take 5 cc. and for a slight one use 8 cc., 10 cc., or more. Usually with 
normal adults on a mixed diet 8 cc. gives the best results. 

Transfer by means of a pipette 5, 8, or 10 cc. of the acidified urine 
to a small Erlenmeyer flask, add 1 cc. of 2 per cent oxalic acid solution 
and 1 cc. of 10 per cent sodium acetate solution. Stopper the flask 
and thoroughly shake for 10 minutes. Rinse the stopper with a cubic 
centimeter or two of 0.5 per cent ammonium oxalate solution, pour the 
mixture into a centrifuge tube, rinse the flask with 2 cc. of the ammo- 
nium oxalate solution, and centrifuge until the supernatant liquid is 
perfectly clear. Two or 3 minutes will suffice. Carefully decant the 
supernatant liquid so as not to disturb the precipitate, wash the latter 
with 10 cc. of the ammonium oxalate solution, centrifuge, and care- 
fully decant as before. Dissolve the precipitate in 5 cc. of i N hydro- 
chloric acid. Use a stirring rod to hasten solution. Should the 
precipitate dissolve slowly, place the tube in hot water for several min- 
utes. Cool, and pour the solution into the original Erlenmeyer flask, 
rinsing both the tube and stirring rod with 5 cc. of distilled water. 
Stir the solution several minutes to dissolve any precipitate on the 
walls of the flask. Place in a similar fiask 10 cc. of the standard cal- 
cium oxalate solution. Then by means of a pipette (with tip broken 
off) run into each flask 20 cc. of the potassium ricinate reagent. The 


flas's should be agitated during the addition of the reagent. Thor- 


Pe 
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oughly mix the suspensions, let them stand 2 minutes and then match 
the turbidities in a Duboscq or similar colorimeter. 

Tf 10 cc. of urine were taken for the analysis and the unknown set 
at 15 mm., the reading of the standard will equal the number of milli- 
grams of calcium in 100 cc. of urine. Deeper clouds may be read at 
10 mm., and lighter ones at 20 mm. In any case where the unknown 
is set at a given height and the standard read against it, the number 
of milligrams of calcium in 1 cc. is obtained by the following ratio: 


Reading of the standard x 1.5 


Height at which unknown was set X number of cc. of urine taken 


Notes. 


1. An alkaline urine made slightly acid is filtered in order that the 
subsequently precipitated calcium oxalate may be easily centrifuged 
out. 

2. Thoroughly shaking the calcium oxalate precipitate for 10 min- 
utes takes the place of standing over night. The precipitation must 
not be made in a centrifuge tube, since there is a tendency for the oxa- 
late crystals to cling to the walls of the tube. 

3. If the amount of urine taken for analysis contains less than 0.75 
mg. or more than 2.5 mg. of calcium, the readings will not be quanti- 
tative and another determination must be made using a volume of 
urine which has a calcium content between these limits. The difficulty 
cannot be overcome by diluting either the unknown or the standard 
after precipitation, since results thus obtained will not be accurate. 

4. If 5 cc. of the urine contain more than 2.5 mg. of calcium, it 
should be diluted and an aliquot part taken for analysis. On the 
other hand, if the calcium content is so low that an amount containing 
0.75 mg. will not go into the centrifuge tube, the necessary quantity is 
precipitated (using a proportionately greater volume of sodium acetate 
solution) and centrifuged in successive portions. 

5. Large centrifuge tubes with round bottoms cannot be used, 
since part of the precipitate will always be lost during the decanta- 
tion. 

6. The clouds produced by precipitating calcium ricinate con- 
- tinue to grow darker for 15 to 20 minutes, but in two solutions of dif- 


6 F, H. McCrudden, J. Biol. Chem., 10, 187 (1911-12); cf. H. Lyman, ibid., 21, 553 
(1915). 


146 CALCIUM 


ferent strength (calcium content between 0.75 and 2.5 mg.) the increase 
of turbidity is parallel. Therefore, if the unknown and standard 
solutions are treated as near the same time as possible, correct readings 
may be made in 1 or 2 minutes. 

7. It is not necessary to remove either the glycerin or the slight 
excess of alcohol from the ricinate, since experiment has shown that 
they do not interfere.7 The excess of sodium hydroxide is added to 
neutralize the acid in which the calcium oxalate is dissolved and which 
would otherwise precipitate fatty acids, thus obscuring the soap cloud. 
Potassium hydroxide does not give good results. | 

8. Table XII taken from Lyman® gives the results of ten analyses 
of urine by the above method, checked by the method of McCrudden. 


TABLE XII 
Method of Method of 
Noi Metaed McCrudden Noe oe McCrudden 
Calcium ; Calcium : 
Calcium Calcium 
per 100 cc., per 100 cc., 
M per 100 cc., M per 100 cc., 
&- Mg. &- Mg. 
16.5 16.6 Deo Pal? 
26.4 26.4 19.0 LORE 
19.5 19.9 34.2 34.1 
SACO) 34.9 Seal 14.9 
11.6 22. 30.1 29.9 


DETERMINATION OF CALCIUM IN FECES 2 


This determination is made exactly as directed for the determina- 
tion of calcium in urine except that with feces a little more prepara- 
tion of the substance is required. After thorough mixing, 5 or 6 grams 
of the feces are accurately weighed, mixed with a little concentrated 
sulfuric acid, and burned to a white powder in a small silica dish. Heat 
gently at first, on account of the considerable frothing. Wash the 
residue into a 100 cc. volumetric flask with 50 cc. of 2 N hydrochloric 
acid, make up to the mark, shake thoroughly, and filter. Dilute 50 cc. 
of the filtrate to 100 cc. with distilled water and proceed with this solu- 

7H, Lyman, J. Biol. Chem., 21, 555 (1915). 


8 J. Biol. Chem., 10, 556 (1911-12). 
9H. Lyman, J. Biol. Chem., 21, 555 (1915). 
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tion exactly as in the case of urine (page 144), except that 2 cc. of 
sodium acetate are used instead of 1 cc. 


Notes. 


1. Without the excess of acetate the precipitate is finely divided 
and difficult to handle. 

2. In case the calcium content is far from normal, the volume up to 
which the ash solution is made can be varied at will. 


samples, i.e., Bessemer, acid open hear 


CHAPTER XII 


CARBON AND CYANIDE 


DETERMINATION OF CARBON IN STEEL 


WHEN a steel is dissolved in nitric acid a brown-colored solution is 
obtained, the intensity of the color being proportional to the amount 
of carbon present. This coloration is said to be due to some organic 
compound which at first is seen as a precipitate but later dissolves upon 
heating.! Only the carbon present as carbide is transformed into the 
brown color. Any carbon present as graphite is not acted upon by the 
acid and, hence, results by the colorimetric method will be low. High 
carbon steels are apt to contain much graphite but this is easily detected 
by the insoluble black residue remaining after the acid treatment. 


‘The carbon in such steels must be determined by the combustion 


method and it is advisable to check the colorimetric determinations at 
frequent intervals by combustion. In a series of ten or more steels 
every fifth sample should be checked by the combustion method. If 
the two methods agree within 0.01 to 0.03 per cent for 0.4 to 1.0 per 
cent carban steels, it may be fairly safely concluded that the colori- 
metric determinations are satisfactory. 

There are many possible sources of error (see Notes below) in the 
colorimetric method for the determination of carbon in steel. The — 
successful use of the method is only gained by long experience and 
unless the beginner works under the guidance of an experienced — 
operator, or makes frequent checks by the combustion method, I 
results are apt to be highly inaccurate. 


Reagents. 


1, Nitric acid, sp. gr. 1.20, a, 
2. Standard steels. A series of steels of accura 
content must be available. These steels ust. 


+ Levy, Analyst, 37, 392 (1912), 
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should have been drilled under the same conditions as those used in 
obtaining the sample. The carbon content must be over the range of 
that in the samples. 

Obtaining the Sample.—The sample may be taken from the raw 
cast steel and allowed to cool slowly from the molten state without 
quenching. Or, if the sample is first cooled to a black heat in a 
dark room it may then be quenched. Better still is for the operator 
to anneal the steel so as to avoid the temperature most favorable to 
the formation of graphite. The steel may then be tested to see 
whether or not the annealing is perfect. Drill all samples to a uniform 
thickness. All drillings that are rusty or blued must be rejected. 

The carbon content of the standard should be within 10 per cent 
of that in the sample, the nearer the better—especially if the steels are 
unannealed. ; 

Procedure.*—Place 0.100 gram of the sample in a test tube (152 
mm. long and 15 to 16 mm. diameter), add 4 cc. of nitric acid, sp. gr. 
1.20, and set the tube in a hot water-bath fitted with a rack especially 
designed for this work. The rack should have a false bottom per- 
forated with many small holes and should be arranged so that each 
tube is immersed to a depth of 28 mm. (about the level of the liquid in 
the tube). In no case must the top of the liquid in the tube be below 
the level of the boiling water, otherwise iron oxide will deposit on the 
sides of the tube and will later form a brown basic nitrate when dis- 
solved. The latter will cause a variation in the color of the solution. 
Some laboratories have a practice of placing a glass marble on the top 
of each tube to reduce the loss of acid due to evaporation. Solution of 
the carbon is usually complete within 40 minutes. 

To complete the solution in from 4 to 7 minutes, the tubes are 
placed in a sand- or graphite-bath heated to about 190° C. Not more 
than six tubes should be heated at one time on account of possible wide 
variation in the temperature in different parts of such a bath, and the 
tubes should be placed close together. Johnson recommends covering 
the cluster of tubes with a beaker to prevent too rapid loss of acid. 

As soon as all the brown flakes have dissolved, the tubes are 
removed from the bath and cooled at once in running water. Each solu- 


2See Chapter XVII (The Annealing of Steel) in Johnson’s ‘Chemical Analysis of 
Special Steels, Steel-Making Alloys and Graphites,” 3d ed., John Wiley & Sons, New 
York, 1920. 

3 Cf. Johnson, loc. cit., p. 306. 
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tion is then put in a bent-end comparison tube of 14 cc. capacity and 
graduated to tenths of a cubic centimeter. The bent-end permits thor- 
ough mixing of the solution by a rocking motion of the tube. (See 
Notes for a more detailed description of the tubes.) The comparison 
is made by diluting the solution until its color is just faintly lighter 
than that of the standard, and then deducting 0.01 per cent to allow 
for overstepping the end-point. The dilution must be made very care- 
fully, the water being added 0.1 to 0.2 cc. at a time and the contents 
of the tube thoroughly mixed after each dilution. Suppose a 0.60 
per cent carbon steel has.been taken as the standard and its solution 
made up to exactly 6 cc. Then if the sample solution is just faintly 
lighter than the standard when diluted to 6.5 cc., the per cent of car- 
bon is 0.65 less 0.01, i.e., 0.64 per cent. Or, suppose a 0.40 per cent 
carbon steel is taken as a standard and its solution diluted to exactly 
8 cc. Then if the sample solution matches the standard at a dilution 
of 9 cc., its carbon content is 0.90 + 2, or, 0.45 per cent. 

The solutions may be compared in a color camera, but Johnson 
recommends holding the tubes on white paper in diffused sunlight or 
the light from a 50-candle power frosted electric lamp of filament type. 
The tubes should be held at an angle of 45° to the paper and with their 
ends touching it. If the tubes are turned so that their graduations 
touch each other, a clear field is obtained for the comparison. 

It is a good practice in making the final comparison to lose track of 
which is the standard and which is the sample by interchanging the 
tubes several times, then selecting the lighter (or darker) solution. 
Repeat this procedure until the same conclusion is reached three times 
in succession. 

Johnson* says ‘fa man with a good eye for color and plenty of 
practice can be counted on not to introduce an error due to the eye 
of over 0.02 per cent in higher carbons and not over 0.010 per cent in 
lower carbons, around 0.08 and perhaps not over 0.005 per cent in the 
latter range.” : 


Notes. 


1. Johnson recommends using a set of three tubes meeting the 


following specifications: Capacity 14 cc., graduated to 0.1 cc., outside 


diameter 12 mm., length of graduated portion 181 mm., followed by — 


45 mm. of ungraduated tube, and then a bent portion of the tube about 
4 Loc. cit., p. 309. 
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50 mm. long. The tubes should be of carefully selected tubing, free 
from scratches and from fine black lines due to minute air bubbles. 
The three tubes should have the same bore and should be uniform 
throughout. Hence, when carefully graduated the markings on the 
three tubes will coincide. The figures and graduation lines should be 
very small so as not to interfere with the field of vision. 

2. All determinations should be run in duplicate and the average 
taken. No advantage is gained by working with a sample larger than 
0.100 gram. 

3. The color of the nitric acid solution of a carbon steel will vary 
with the heat treatment the steel has undergone. This may introduce 
an error of 10 to 20 per cent of the actual carbon content. A perfectly 
annealed steel gives the greatest depth of color for a given percentage 
of carbon. 

4. Unless the drillings of sample and standard are approximately 
uniform in size, an error of as much as 10 per cent mee result. Large, 
bulky, thick drillings give low results. 

5. The presence of graphitic carbon causes low results. The error 
may vary from 5 to 90 percent. Fortunately, the presence of much 
graphitic carbon can easily be detected by a black residue remaining 
after solution of the steel, so that an error of over 5 per cent is not likely 
to be introduced. 

6. Manganese lightens the color of the solution but may be dis- 
regarded if not over 1 per cent is present. Nickel has a similar effect. 
A high nickel content will give a greenish colored solution difficult to 
match. The presence of over 1 per cent of silica also gives a greenish 
tinge to the solution. Copper, chromium, and cobalt also interfere. 
When the sample is known to contain any one or more of the above 
substances, a standard containing the same amounts of such sub- 
stances should be employed... From the above it follows that the com- 
position of both sample and standard should be accurately known. 


DETERMINATION OF HYDROGEN CYANIDE BY FORMATION OF 
PRUSSIAN BLUE 
This method® is especially adapted to the estimation of small 
quantities of hydrocyanic acid in cyanogenetic plants. The usual 
presence of reducing agents in plant distillates excludes the various 
titration methods as well as the silver gravimetric methods and the 


5 A. Viehoever and C. O. Johns, J. Am. Chem. Soc., 37, 601 (1916). 
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picric acid colorimetric method. Moreover, the quantities to be 
determined are often too small to permit the use of volumetric or grav- 
imetric methods. The objection to the thiocyanate colorimetric 
method is based on the nature of the reaction between a thiocyanate 
and ferric chloride: 


FeCl; + 3KCNS = Fe(CNS)3 + 3KCL. 


The equilibrium of this reaction is so easily disturbed by the addition 
of acids, ferric chloride, or other salts, that it is difficult to adjust con- 
ditions so as to obtain constant results. The Prussian blue method 
of Viehoever and Johns is satisfactory with less than 0.5 mg. of hydro- 
cyanic acid and will detect less than 0.01 mg. of the acid. 


Reagents. 


1. Nitric acid, 30 per cent. 

2. Sodium hydroxide, 6 N. 

3. Ferrous sulfate, 3 per cent. Freshly prepared. 

4, Potassium fluoride. Solid. 

5. Standard potassium cyanide. Dissolve 0.5000 gram of potas- 
sium cyanide, dilute to a liter and mix thoroughly. One cubic centi- 
meter of this solution contains 0.5 mg. of KCN, equivalent to 0.21 mg. 
of HCN. | 

Procedure.-—-A measured quantity of the sample solution is placed 
in a 200 cc. round-bottom flask and made slightly alkaline with sodium 
hydroxide. The flask is then connected to a condenser (by means of an 
adapter) and vacuum pump, and the liquid concentrated under reduced 
pressure. The heat is supplied by immersing the flask in a water- 


bath at 60° to 70°. Concentrate the liquid to less than 1 cc. and then. 


add 0.5 cc. of 3 per cent ferrous sulfate solution and about 0.05 gram 
of potassium fluoride. Exhaust the flask at once by means of a water 
suction pump. Rotate the flask so as to mix its contents. After evac- 
uating for about 10 minutes detach the flask and acidify the mixture by 
adding 30 per cent nitric acid drop by drop. The blue color appears at 
once, except in case only a minute quantity of hydrocyanic acid is 
present. If the color does not appear at once, warm the solution in a 


water-bath to about 50°. Dilute the suspension to a volume that — 
gives a color intensity suitable for comparison with a suspension of 


Prussian blue made from a known weight of potassium cyanide 
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diluted to 25 cc. gives a color of convenient intensity. A Duboscq or 
similar type colorimeter is recommended. 


Notes. 


1. The liquid is concentrated under diminished pressure and below 
70° to insure against loss of hydrocyanic acid (b. p. 85°). 

2. The maximum color is obtained only when the volume of the 
solution to be tested is not over 1.5 cc. If more than 1 mg. of potas- 
sium cyanide is present the volume of the test solution may be increased 
a little without loss. 

3. The presence of certain salts in the liquid, especially potassium 
fluoride, has proved to be of great advantage. ‘“‘ On acidifying in the 
final stage of the test the color appears at once and is very brilliant. 
The absence of a green shade makes it particularly suitable for com- 
parison with a standard. If the acid is added very gradually the iron 
hydroxides dissolve and a colorless liquid with a white precipitate is 
obtained. On the addition of more acid the blue color appears. This 
is explained® by the fact that ferric salts produce a complex salt, 

-K3FeF6, with potassium fluoride. When an excess of acid is added 
this complex salt is decomposed and the ferric ions needed for the 
formation of Prussian blue are furnished.”’” 

4, It is not necessary to add ferric salt since enough of the ferrous 
salt is oxidized during the course of the procedure to furnish the 
required ferric ions. An excess of ferric salt is to be avoided. Hence, 
the air is removed from the solution by means of a water vacuum 
pump so as to prevent the oxidation of too much of the ferrous hydrox- 
ide to ferric. 

5. If the cyanide solution is sufficiently concentrated that evap- 
oration is unnecessary, the test is made in a test tube, air being kept 
out by means of a stopper and the tube rotated only enough to 
mix the reagents. Let the mixture stand about 10 minutes and then 

_acidify. 

6. The quantities of reagents specified in the procedure are suf- 
ficient for 1 to 2 mg. of potassium cyanide. If less than 1 mg. of 
cyanide is present, reduce the quantities of the reagents accordingly. 
A large excess of reagents must be avoided in order to obtain the max- 
imum intensity of color. 


_ &Greef, Ber., 46, 2511 (1913). 
_ 7Viehoever and Johns, loc. cit. 
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7. ‘“When the analysis is carried out as described the maximum 
error should not exceed more than 1 part in 20. Thus in a plant giving 
20 mg. of potassium cyanide per 100 grams of plant the results might 
vary by 0.001 per cent if 100 grams of material are used for analysis.’’® 


DETERMINATION OF CYANIDE BY CONVERSION INTO THIOCYANATE 
AND FORMATION OF FERRIC THIOCYANATE ° 


The following method is based upon the red color of ferric thiocy- 
anate. The cyanide is first converted into thiocyanate and the latter 
converted into ferric thiocyanate by the addition of ferric chloride 
solution. The method was originally developed to estimate the cyan- 
ide content of certain poisonous plants, but is applicable to any sub- 
stance containing 1 per cent of cyanide or less. 


Reagents. 


1. Hydrochloric acid, 6 N. 

2. Sulfuric acid, sp. gr. 1.84. 

3. Potassium hydroxide, 4 per cent. 

4. Ammonium polysulfide, 6 N. Place 200 cc. of 15 N NHsOH 
in a flask immersed in running water or iced water and saturate 
with H2S. Then add 200 cc. of 15 N NH4OH, dilute with water to 
1000 cc., add 25 grams of flowers of sulfur, digest for several hours or 
over night, and filter. 

5. Ferric chloride, 0.5 per cent. 

6. Standard thiocyanate solution. Dissolve 15 grams of pure 
potassium thiocyanate in a liter of water. Standardize gravimetri- 
cally with silver nitrate and dilute so that 1 cc. contains 14.93 mg. 
of KCNS, which is equivalent to 10 mg. of KCN. One hundred cubic 
centimters of this solution are diluted to a liter and thoroughly mixed. 
One cubic centimeter of the diluted solution contains 1.49 mg.of KCNS, 
which is equivalent to 1 mg. of KCN. : 

Procedure.—lIf the substance is an inorganic liquid, a measured 
volume of it is placed directly in a Nessler tube. If an inorganic solid, 
the substance must be dissolved in a faintly alkaline solution to pre- 
vent loss of hydrocyanic acid and made faintly acid just before adding 


the ferric chloride. In case the sample is an organic solid, a weighed 


8 Viehoever and Johns, /oc. cit. 


9M. O. Johnson, J. Am. Chem. Soc., 38, 1230 (1916); a modification of the method of 


C. K. Francis and W. B. Connell, J. Pe Chem. Soc., 35, 1624 (1913). 
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quantity (50 grams if the cyanide content is only a few hundredths of a 
per cent) of the finely ground substance is triturated with 100 cc. of 
water and washed into a liter distilling flask with 100 cc. of water. 
Connect the flask to a condenser whose delivery end dips into 50 cc. of 
a 4 per cent potassium hydroxide solution. Now carefully add 50 cc. 
of concentrated sulfuric acid and connect the flask at once to the con- 
denser. Distill over about 150 cc. of the liquid, taking care that the 
delivery tube always dips under the potassium hydroxide solution so 
as to prevent loss of hydrocyanic acid. Transfer the caustic potash 
solution of the distillate to a 250 cc. volumetric flask, dilute to the mark, 
mix thoroughly, place 50 cc. of the solution (containing 0.1 to 8 mg. 
KCN) ina small porcelain casserole, and add to it 1 cc. of yellow ammo- 
nium sulfide (or 5 cc. of a 4 per cent solution of potassium sulfide). 
Evaporate to dryness on a water-bath, take up the residue with 10 cc. 
of acetone and rub with a small glass or porcelain pestle to effect 
better extraction. Decant the acetone into a small evaporating dish 
and repeat the extraction twice. Combine the acetone extracts and 
_ evaporate to dryness on the water-bath. Remove the dish and allow 
it to cool to room temperature. Take up the residue in water, dilute 
to 50 cc. in a Nessler tube, add 2 cc. of 0.5 per cent ferric chloride solu- 
tion, and gently mix. Match the color at once against a standard 
ferric thiocyanate solution prepared at the same time the thiocyanate 
is added to the sample solution. Any of the usual methods of com- 
parison may be employed, but the methods of balancing and duplica- 
tion are best. 

For the balancing method, add 2 cc. of ferric chloride solution to 
25 cc. of the standard thiocyanate solution (containing 1.49 mg. 
KCNS per cubic centimeter), dilute to 250 cc. and mix. One cubic 
centimeter contains 0.149 mg. of KCNS and is equivalent to 0.1 mg. of 
K Chie | 

To match by the method of duplication, add the standard thio- 
sulfate solution (containing 1.49 mg. of KCNS per cubic centimeter) 
drop by drop, with gentle stirring, to a blank of 40 cc. of water contain- 
ing 2 cc. of ferric chloride solution, finally diluting to the 50 cc. mark 
with water when the color of the sample and standard is the same. 


Notes. 


ok A permanent series of standards cannot be obtained on account 
of the fairly rapid fading of ferric thiocyanate due to the reduction of 
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the iron to the ferrous state by other substances than normal thio- 
cyanic acid. Chief among these substances is isodithiocyanic acid, 
which is always formed when thiocyanates are acidified. Hydro- 
cyanic acid and hydrogen sulfide are decomposition products of thio- 
cyanic acid and it is possible that they too take part in the reduction 
of the ferric salt. The color fading is also probably aided by the 
action of light and, hence, the thiocyanate solutions should be pro- 
tected from direct sunlight. See the thiocyanate method (Stokes and 
Cain) for the colorimetric determination of iron, page 218. 

The ferric chloride should be added to sample and standard at the 
same time and comparison made as soon as possible thereafter. 

2. Fluorides, phosphates, arsenates, iodates, oxalates, tartrates, 
and citrates interfere markedly with the analysis, and acetates and 
sulfates to a lesser degree.1° Chlorides, bromides, and iodides do 
not interfere.!! 

3. If the distillate is colored by organic matter and also the acetone 
extract, the following procedure should be used: 

After evaporating the combined acetone extracts to dryness, take 
up the residue in 15 cc. of water and pour into a small separatory fun- 
nel. Wash the dish with two 5 cc. portions of water, pouring the wash 
water into the funnel. Add to the funnel 25 cc. of ethyl acetate 
which has previously been extracted several times with water to 
remove any soluble impurities. Shake well and allow to settle. The 
yellow color will be taken up by the ethyl acetate. Drain off the clear 
water solution into an evaporating dish and evaporate to dryness. 
‘Take up in water, make up to 50 cc. in a Nessler tube and compare 
with standard as usual. 


10H. N. Stokes and J. R. Cain, J. Am. Chem. Soc., 29, 409 (1907). 
C.K. Francis and W. B. Connell, J. Am. Chem. Soc., 35, 1627 (1913). 


CHAPTER XIII 


CHLORINE, CHLORATE, AND PERCHLORATE 


DETERMINATION OF FREE CHLORINE BY ORTHO-TOLIDINE 


Tuts method depends upon the yellow to orange color produced 
by the action of small amounts of free chlorine on acid solutions of 
ortho-tolidine. It is especially adapted to water analysis but may be 
used for the estimation of free chlorine in other solutions. 


Reagents. 


1. Ortho-tolidine. Dissolve 1 gram of o0-tolidine in a liter of dilute 
hydrochloric acid (100 cc. conc. acid diluted to 1000 cc.). The o-toli- 
dine should melt at 129° C. It may be obtained from the Eastman 
- Kodak Co., Rochester, N. Y., or may be prepared by extracting the 
technical product with water in a Soxhlet apparatus. 

2. Copper sulfate. 1.5 grams copper sulfate, CuSO4-5H2O, and 
1 cc. of sulfuric acid, sp. gr. 1.84, are dissolved in distilled water and 
made up to 100 cc. 

3. Potassium bichromate. (A) 0.025 gram of potassium bichro- 
mate and 0.1 cc. of sulfuric acid, sp. gr. 1.84, are dissolved in distilled 
water and made up to 100 cc. 

(B) 0.25 gram of potassium bichromate and 1 cc. of sulfuric acid, 
sp. gr. 1.84, are dissolved in distilled water and made up to 100 cc. 

4. Preparation of permanent standards. See Table XIII. 

Procedure.—Place 100 cc. of the sample in a Nessler cylinder, add 
1 cc. of o-tolidine reagent, mix; let stand for 5 minutes, and then match 
the color against a series of copper-bichromate standards. If the 
chlorine content is greater than 3 parts per-million, use more of the 
o-tolidine reagent. 


Notes. 


1. The o-tolidine method is delicate enough to detect 0.005 part 


of free chlorine per million parts of water. 
157 
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TABLE XIII a 
Tata 
Chlorine, parts K2Cr20;, cc. _ 
per million Geer eG, (Solution A) 
OSG a] eae rohan ee 0.8 
0.02 \c 2 ae eae eee 2.1 
0.103", 8 NEADS ae Berns 3.2 
0.042 2) Sih. Saat cen hatin 4.3 Si 
0.05 - 0.4 5.5 be, 
0.06 0.8 6.6 
0.07 ee 75 
0.08 Les 8.7 j 
0.09 ie 9.0 ae.) 
0.10 1.8 10.0 <P 
(Solution B) A... 
0.10 ts 1.0 : iene 
0.20. 1.9 2.0 HH 256 
0.30 130 3.0 a sil 
0.40 2.0 3.8 ie 
0.50 2.0 4.5 ee 
0.60 2.0 5.1 =a ae 
0.70 2.0 58 as 
0.80 2.0 6.3 fad 
0.90 2.0 6.7 A Pr 
1.00 2.0 ne 
2.00 2.0 12.0 
3.00 2.0 2100 
4.00 270 30.0 
5.00 2.0 39.0 
6.00 2.0 46.0 : 
7.00 2.0 56.0 : os 
8. 2.0 0 
2.0 0 
2.0 0 
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nium persulfate, ferric chloride, ferric alum, potassium perman- 
ganate, potassium bichromate, sodium peroxide, lead peroxide, hydro- 
gen peroxide, bromine, iodine, and nitric acid. With the exception of 
ferric salts and nitrite, there is only slight probability of natural 
waters (or even sewage) containing any of the oxidizing agents men- 
tioned. 

One part of iron per million parts of water will produce a color with 
the o-tolidine reagent corresponding to 0.01 part of chlorine per mil- 
lion. This amount of iron is not usually found in surface waters, but 
may be present in ground waters. 

0.09 part of nitrogen (as nitrite) per million parts of water produces 
a color with the o-tolidine reagent corresponding to 0.01 part of chlo- 
rine. Such a high nitrite content is not likely to be found in surface 
waters, unless they are badly polluted. Sewage and especially sewage 
effluents may contain nitrites in amounts sufficient to interfere with 
the accuracy of the analysis. 


REFERENCES 


1, J. W. Ellms and S. J. Hauser, J. Ind. Eng. Chem., 5, 915, 1030 (1913). 
2. W. H. Dittoe and L. H. Van Buskirk, Ohio State Board of Health, Bull. 3, No. 1 
(January, 1913). 
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This method is based upon a difference in solubilities of silver 
chloride and red silver chromate, the former being only about one- 
thirtieth as soluble as the latter. From this it follows that silver 
chromate will dissolve in a solution of chlorides, the silver reprecipi- 
tating as silver chloride and an equivalent amount of chromate going 
into solution. The reaction is represented by the following equation: 


2NaCl + AgeCrO4 — 2AgCl + NaeCrOs. 


By matching the yellow color of the solution against a standard 
chromate solution the amount of chromate in the sample is deter- 
mined and from this the amount of chloride present may be calcu- 
lated. 

The analysis is made with a protein-free blood filtrate, using tung- 
stic acid as a protein precipitant. 
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Reagents. 


Sulfuric acid, 2 N. 

Ammonium hydroxide, 2 per cent. 

Sodium tungstate, NazWO.4-2H20, 2 per cent. 
Potassium oxalate. 

5. Silver chromate. (Red modification.) Two hundred cubic 
centimeters of a 5.5 per cent solution of potassium chromate are added 
slowly to 100 cc. of a boiling solution of 10 per cent silver nitrate. A 
precipitate of silver chromate settles out rapidly. Add the chromate 
solution drop by drop until a slight excess has been added as indicated 
by the pale yellow solution produced. Cool, filter through a Buchner 
funnel, wash thoroughly and allow to air-dry. 

6. Magnesium carbonate. 

7. Standard potassium chromate solution. Make a solution of 
pure potassium chromate containing 0.4 gram of the salt per liter. 
Standardize against a 0.02 N solution of sodium chloride. 

Procedure.—‘‘ Transfer a measured amount of blood into a flask 
having a capacity of fifteen to twenty times that of the volume taken. 
Dilute the blood with 7 volumes of water and mix. With an appro- 
priate pipette add 1 volume of 10 per cent solution of sodium tungstate 
(Na2WO,4:2H20) and mix. With another suitable pipette add to the 
contents in the flask (with shaking) 1 volume of 2/3 normal sulfuric 
acid. Close the mouth of the flask with a rubber stopper and give a 
few vigorous shakes. If the conditions are right hardly a single air 
bubble will form as a result of the shaking. Much oxalate or citrate 
interferes with the coagulation and later with the uric acid determina- 
tion. Twenty milligrams of potassium oxalate is ample for 10 cc. of 
blood. Citrate, except in the minimum amount, is to be avoided. 
When a blood is properly coagulated, the color of the coagulum grad- 
ually changes from pink to dark brown. If this change does not 
occur, the coagulation is incomplete, due, in every case we have encoun- 
tered, to too much oxalate or citrate. In such an emergency the 
sample may be saved by adding 2 normal sulfuric acid drop by drop, 
shaking vigorously after each addition and allowing the mixture to 
stand for a few minutes before adding more, until the coagulation is 
complete. Pour the mixture on a filter large enough to hold the entire 
contents of the flask and cover with a watch-glass. If the filtration is 
begun by pouring the first few cubic centimeters of the mixture down 
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the double portion of the filter paper and withholding the remainder 
till the whole filter has been wet, the filtrates are almost invariably as 
clear as water from the first drop. If a filtrate is not perfectly clear, 
the first 2 or 3 cc. may have to be returned to the funnel.’’? 

“10 cc. of the Folin and Wu filtrate are pipetted into a small 
conical centrifuge tube (which has been previously cleaned with warm 
chromic acid solution). A pinch of magnesium carbonate is added to 
insure neutrality of the liquid. The contents of the tube are stirred 
with a thin glass rod. A small quantity (about 0.05 g.) of silver 
chromate is introduced and thoroughly stirred into the solution. If 
all the red particles disappear more chromate must be added. After 
washing off the stirring rod into the tube, the tube is centrifuged for 
2 minutes. (See Note 7.) The contents are then decanted through a 
small filter, into a 25 cc. volumetric flask, great care being taken not 
to disturb the residue at the bottom of the tube. After the addition of 
10 cc. of water to the tube, the centrifuging is repeated for 5 minutes. 
(See Note 7.) The contents of the tube are then filtered into the volu- 
metric flask. The solution has a slight turbidity which is cleared up 
by the addition of 1 cc: of a 2 per cent ammonium hydroxide solution. 
Enough water is added to bring the solution to the mark. After mixing, 
comparison is made with a standard potassium chromate solution con- 
taining 0.4 gram of the salt per liter.’”’? 


Notes. 


1. Michaelis* suggests that the colors be matched through a blue 
glass on account of the difficulty in comparing yellows. 

2. “Silver phosphate is slightly less soluble than silver chromate 
and it would be expected that silver chromate would dissolve in a solu- 
tion containing phosphate. This does take place, but in very dilute 
solutions such as the blood filtrate the color develops very slowly. 
Furthermore, the phosphates of the blood are probably acid phos- 
_ phates which do not react with the chromate. This was shown by 
adding 0.0010 gram of monosodium hydrogen phosphate to 5 cc. of 
blood filtrate, an amount which would correspond to an extreme case of 
phosphate retention. Asa check, 5 cc. of the same filtrate were taken 
and both filtrates were treated with magnesium carbonate and silver 

2Q. Folin and H. Wu, J. Biol. Chem., 38, 84 (1919). 


3M. L. Isaacs, J. Biol. Chem., 58, 17 (1922). 
4 Deutsch. med. Woch., 47, 465 (1921). 
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chromate. No difference of color could be observed. Other silver 
salts which are less soluble than the chromate are either absent or 
present in negligible quantities in the filtrate.’’® 

3. The “ suitable pipette ” referred to in the procedure is simply 
a pipette with a long tip and graduated into 1 cc. portions from the tip. 
It has a capacity of 15 cc. The advantage of such a pipette is that 
practically the whole sample of blood may be used, since 7, 9, 12, 
etc., cc. may be taken just as easily as 5 or 10 cc. 

4. The concentration of the sodium tungstate and sulfuric acid 
must be correct. The whole of the tungstic acid is liberated by the 
sulfuric acid and there should be about a 10 per cent excess of the 
latter to neutralize the carbonate usually present in commercial sodium 
tungstate. A greater excess of sulfuric acid is to be avoided, otherwise 
much of the uric acid will be lost. The blood filtrate should be neutral 
or just faintly acid to Congo red paper. 

5. If the blood filtrate is to.be kept longer than 2 or 3 days, 1 or 2 
drops of toluene or xylene should be added to the filtrate from each 
10 cc. of blood. Xylene seems to be as good a preservative as toluene. 

6. The tungstic acid method for the precipitation of blood proteins 
works equally well with any kind of blood tried by Folin and Wu®— 
human, beef, sheep, chicken, dog, and rabbit. 

7. Much time and effort may be saved by filtering off the excess silver 
chromate instead of centrifuging.’ A good quality filter paper, suitable 
for retaining finely divided precipitates, must be used. In order to 
avoid using too much wash-water, the diameter of the filter paper 
should be about 4 cm. 

8. Dupray® has published a modification of Isaacs’ which has the 
advantage of a more easily-read color. In this modified method, also, 
it would be a distinct advantage to filter as directed in the preceding 
note. For another modification along similar lines, see Yoshimatsu, 
Tohoku J. Exptl. Med. 7, 553 (1926). (The original article is in 
English.) 


DETERMINATION OF CHLORATES BY ANILINE CHLORIDE 


This method is based upon the blue coloration produced by adding 
a solution of aniline chloride in hydrochloric acid to a solution con- 

5 Tsaacs, loc. cit. 

6 Loc. cit. 


7 Private communication from Dr. M. L. Isaacs. 
8 J. Biol, Chem., 58, 675 (1923-24), 
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taining chlorate. Certain other oxidizing agents must be absent. 
(See Note 2.) 


Reagents. 


1. Solution A. Prepare a colorless solution of 50 grams of pure 
aniline chloride in one liter of hydrochloric acid of such strength that 
the resulting solution has a sp. gr. of 1.20. 

2. Solution B. Same as Solution A, except that the hydrochloric 
acid strength is adjusted so that the resulting aniline chloride solu- 
tion has a sp. gr. of 1.145. 

3. Standard potassium chlorate solution. Prepare a solution con- 
taining 1 mg. of ClO3 per cubic centimeter. using sodium or potassium 
chlorate. 

Procedure.—Use a 5 cc. portion of the sample, diluting or con- 
centrating if necessary. If the sample solution contains between 0.5 
and 7 mg. of chlorate per 5 cc., add 20 cc. of solution A; if it contains 
between 0.1 and 2 mg. in the 5 cc., add 20 cc. of solution B. A violet 
color develops immediately but changes in a few minutes to blue. 
Allow the solution to stand 25 minutes in case solution A was used 
and 15 minutes if solution B was used. Then compare against a series 
of standards prepared along with the sample. 


Notes. 


1. The aniline chloride reagent® will detect as little as 0.007 mg. 
of KCI1O3. : 

2. Chlorine, hypobromites, hydrogen peroxide, manganese dioxide, 
chromates, etc., also produce a violet to blue color with the aniline 
chloride reagent and, hence, must be absent. Strong reducing agents, 
as well as any substance that produces a color reaction, also interfere. 
Carbon, sulfur, phosphates, perchlorates, ferric chloride, nitrates, and 
small amounts of nitrites do not interfere with the test, 


DETERMINATION OF PERCHLORATES BY NITROSODIMETHYLANILINE 


This method depends upon the violet color obtained by the reac- 
tion between perchlorates and nitrosodimethylaniline and is espe- 
cially adapted to the estimation of perchlorates in Chile saltpeter. 


9 J. F. Virgili, Ann. chim. anal. appl., 14, 85 (1909). -— 
10A, Monnier, Arch. sci. phys. nat., 42, 210 (1916). 
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Reagents. 


1. Nitrosodimethylaniline solution. Dissolve 1 gram of nitroso- 
dimethylaniline in alcohol and dilute to a liter. 

2. Standard perchlorate solution. Dissolve 0.1393 gram of potas- 
sium perchlorate in water and dilute to a liter. Mix thoroughly and 
dilute 10 cc. of the solution to 100 cc. One cubic centimeter of the 
diluted solution contains 0.01 mg. of ClO. 

Procedure.—Dissolve the sample (usually 1 gram is satisfactory) 
in 25 cc. of water, add 2 cc. of the nitrosodimethylaniline solution, mix, 
and allow to stand several hours in a Nessler tube. At the same time 
have ready a series of Nessler tubes containing measured quantities 
of the standard perchlorate solution diluted to 25 cc., add 2 cc. of the 
nitrosodimethylaniline solution to each tube, and mix thoroughly. 
After sample and standards have stood several hours, the color com- 
parison is made. 


Notes. 


1. The nitrosodimethylaniline solution is added to the sample and 
series of standards at the same time, and allowed to stand several hours 
so as to develop the full intensity of color. 

2. Interfering iodides may be removed with AgeO; iodates and 
periodates have no effect upon the reagent. 


CHAPTER XIV 


CHROMIUM 


DETERMINATION OF CHROMIUM BY DISODIUM 1, 
8-DIHYDROXYNAPHTHALENE-3, 6-DISULFONATE 


THE method depends upon the pink to cherry-red color produced 
by the addition of Kénig’s reagent (see below) to a solution containing 
chromium in the presence of sulfuric and phosphoric acids. It is well 
adapted for the determination of chromium in steels. As little as 
0.0008 mg. of chromium can be detected. 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. 

. Dilute sulfuric acid, 6 N. 

. Nitric acid, sp. gr. 1.42. ° 

. Phosphoric acid, 85 per cent. 

. Sodium hydroxide, 10 per cent. 
. Sodium peroxide. 

7. Disodium 1, 8-dihydroxynaphthalene-3, 6-disulfonate (Konig’s 
reagent). Use a 1 per cent solution. 

8. Standard chromium solution. This solution is prepared by 
treating a weighed portion of a steel of known chromium content in the 
same way as that given in the Procedure for the sample under investi- 
gation. A Cr-free steel may be used with a known quantity of chro- 
mium added. 

Procedure.—For steels having a chromium content between 0.01 
and 0.1 per cent, take a 0.4 gram sample, and for 0.1 to 0.2 per cent 
chromium, take 0.2 gram. Dissolve the sample in 10 cc. of sulfuric 
acid, add 0.5 cc. of conc. nitric acid and heat till dense fumes are given 
off. Cool the solution, dilute with a few cubic centimeters of water, 
add 50 cc. of 10 per cent sodium hydroxide solution and 1 gram of 
sodium peroxide. Boil for 5 minutes or until the excess of peroxide is 
destroyed, cool to room temperature, transfer to a 200 cc. volumetric 
flask, dilute to the mark and thoroughly mix. Filter off 100 cc. of the 
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solution, add 2 cc. of 85 per cent phosphoric acid, 8 cc. of concentrated 
sulfuric acid, 2 cc. of a 1 per cent solution of disodium 1, 8-dihydroxy- 
naphthalene-3, 6-disulfonate, and mix thoroughly. After standing 
15 minutes, compare with a standard prepared in the same way. The 
dilution method must be used. (See Note 2.) 


Notes. 


1. Vanadium produces a brown color, when present in consider- 
able quantities, and will be likely to obscure the result. If the vana- 
dium and chromium contents are about the same, a correction may be 
made by introducing a similar amount of vanadium in the standard. 
When the ratio of vanadium to chromium is small the error may be 
disregarded, except where extreme accuracy is desired. In the latter 
case, add the same amount of vanadium to the standard as there is in 
the sample. 

2. On account of the peculiar character of the color developed, and 
the danger of interference, the comparison must be made by the method 
of dilution. : 


REFERENCES 


1, F. Garratt, J. Ind. Eng. Chem., 5, 298 (1913). 
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DETERMINATION OF CHROMIUM BY THE DIPHENYLSEMI- 
CARBAZIDE REACTION 
The observation of Cazeneuve! that diphenylsemicarbazide and 
chromic acid give a purple-colored solution has been applied to the 
colorimetric estimation of chromium. The chromium is first con- 
verted into chromate by oxidation with sodium peroxide and finally 
neutralized with acetic acid. 


Reagents. —_ 


1. Sulfuric acid, 6 N. Pour one volume of 95 per cent H2SO4 
into 5 volumes of water. 

2. Nitric acid, sp. gr. 1.42. 

3. Sodium hydroxide, 2.5 N. Dissolve 100 grams of NaOH in 
water and dilute to a liter. 

1 Analyst, 25, 331 (1900). 
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4. Sodium peroxide. 

5. Diphenylsemicarbazide reagent. Dissolve 1 gram of diphenyl- 
semicarbazide in 10 cc. of acetic acid and dilute to a liter with water. 

6. Standard chromate solution. Dissolve 0.2555 gram of pure 
potassium chromate, KeCrOuz, in water, dilute to a liter and mix thor- 
oughly. One cubic centimeter of this solution contains 0.1 mg. of 
Cr203. 

Procedure.—Use a sample of 0.4 gram for chromium content 
between 0.01 and 0.1 per cent and 9.2 gram for chromium content 
between 0.1 and 0.2 per cent. Dissolve the sample in 10 cc. of sul- 
furic acid and when solution is complete add 0.5 cc. of nitric acid (sp. 
gr. 1.42) and heat until dense fumes are evolved. Cool, dilute with a 
little water, add 50 cc. of 2.5 N sodium hydroxide solution and 1 gram 
of sodium peroxide, and boil 5 minutes or until the excess of peroxide is 
destroyed. Cool to room temperature, transfer to a 200 cc. volumetric 
flask, dilute to the mark, mix, and filter off 100 cc. To this aliquot 
part add 5 cc. of the diphenylsemicarbazide reagent, 10 cc. of sul- 
phuric acid, mix, and compare the color with that of a standard. 

Note.—Small amounts of 0.01 N K2CreO7 solution added to solu- 
tions containing 4 grams of dissolved electrolytic iron gave colors which 
compared with that obtained with similar solutions containing no iron. 
The chromium content varied from 0.004 to 0.0017 per cent and the 
results obtained were accurate to about 0.0001 per cent. ? 


DETERMINATION OF CHROMIUM AS CHROMATE 
(Oxidation by (NH4)2S20g and AgNOs) 


This method depends upon the oxidation of a small amount of 
chromium to chromate by persulfate and silver nitrate and comparing 
the yellow color thus produced with a standard chromate solution. It 
is especially recommended for the estimation of chromium in rocks and 
ores but may also be adapted to the analysis of steels. 


Reagents. 

1. Sulfuric acid, 6 N. 

2. Nitric acid, 6 N. 

3. Ammonium hydroxide, 6 N. 
4. Sodium carbonate, 6 N. 

2B. S, Evans, Analyst, 46, 285 (1921). 
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Sodium thiosulfate. Use a concentrated solution. 
Silver nitrate, 1 N. 

Sodium or ammonium persulfate. 

Sodium phosphate, NazHPOa, 1 N. 

Ethyl alcohol or methyl alcohol. 

10. Standard chromate solution. Dissolve 0.2555 gram of potas- 
sium chromate, K2CrOu, in water, dilute to a liter and mix thoroughly. 
One cubic centimeter of this solution contains 0.1 mg. of Cr2O3. Ifa 
more dilute standard is required, dilute 50 cc. of the latter to 250 cc. 
and mix. This solution contains 0.02 mg. of Cr2Os per cubic centi- 
meter. 

Procedure.—Dissolve the sample (Cr content not less than 2 mg.) 
in dilute sulfuric acid and nearly neutralize the excess acid with sodium 
carbonate solution. Precipitate the chromium and manganese by the 
addition of a concentrated solution of sodium thiosulfate. Filter and 
dissolve the precipitate in nitric acid. Add 3 cc. of silver nitrate solu- 
tion and a few crystals of sodium or ammonium persulfate. Warm the 
solution until the maximum depth of color is obtained. If manganese 
is present, it will appear at this stage as permanganate and will mask 
the yellow color of the chromate. The permanganate may be de- 
stroyed by heating the solution with methyl or ethyl alcohol,? or by 
heating with ammonia.* In case. iron is present, it is removed by 
adding sodium phosphate. The precipitate is filtered off and the fil- 
trate matched in color against that of a standard chromate solution. 
Any of the usual methods may be employed for the comparison. 


Ne SG Eta 


Notes. 


1. A sample containing at least 2 mg. of chromium must be used, 
since experiment has shown that the error is too great in the oxidation 
of asmaller amount. The solution may later be diluted and an aliquot 
part used for the color comparison. 

2. Other metals may be precipitated by the sodium carbonate along 
with the chromium and manganese but they do not interfere with the 
analysis. ‘ 

3. The silver nitrate acts as a catalyzer in the oxidation of the 
chromium and manganese by persulfate. 


3 W. F. Hillebrand, U.S. Geol. Surv., Bull. 700, p. 182 (1919). 
4M. Dittrich, Z. anorg. Chem., 80, 171 (1913). 
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4. The permanganate and silver are precipitated as hydroxides 
by ammonia but the chromate is unchanged. 

5. If manganese is absent, the treatment with alcohol or ammonia 
is omitted. 


DETERMINATION OF CHROMIUM AS DICHROMATE 
(Oxidation by KMn0Os,) 


This method® is based upon the oxidation of chromium to chro- 
mate by permanganate and comparison of the resulting yellow chro- 
mate solution with that of a standard solution. It is especially 
adapted to the estimation of chromium in steels. 


Reagents. 


. Acetic acid, 6 N. 

. Sulfuric acid, 6 N and 9N. 

. Nitric acid, sp. gr. 1.42. 

. Sodium hydroxide, 5 N. 

. Diammonium hydrogen phosphate, (NH4)2HPOs. 

. Potassium permanganate. Use a saturated solution. 
. Manganese sulfate, MnSOu, 5 per cent. 

8. Standard dichromate solution. Use a 0.01 N potassium dichro- 
mate, K2Cr207, solution. 

Procedure.—Dissolve about 4 grams of the metal in 50 cc. of 6N 
H2SOu, add 1 cc. HNOs3 (sp. gr. 1.42) to oxidize the iron, and boil until 
all the HNO3 has been removed. Add 25 grams of (NH4)2HPO« 
and dilute with 250 cc. of water. If a precipitate forms, add more 
HNO3. Heat the solution to boiling and add drop by drop a saturated 
solution of KMnOy, until a permanent precipitate or red color is 
obtained, then add 12 drops more and boil 15 minutes. Meanwhile 
place 120 cc. of 5 N NaOH ina beaker, add to it 14 drops of saturated ~ 
KMn0Osz solution and boil on a hot-plate several minutes, adding drop ~ 
by drop more KMnOg if necessary to give a purple color. After the 
solution of the steel has boiled 15 minutes, the sodium hydroxide 
solution is removed from the hot-plate, 10 cc. of 5 per cent MnSOx 
solution is added to destroy the permanganate, and the acid solution 
of the steel poured into the alkali with stirring. The solution is then 
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; 5 B.S. Evans, Analyst, 46, 38 (1921). 
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transferred to a 500 cc. volumetric flask. Be certain that it is alkaline. 
Now add 10 cc. of acetic acid and test to be sure that the solution 
is now acid. Finally, dilute to the mark, thoroughly mix, and filter 
through a dry filter. Place 100 cc. of the filtered solution in a Nessler 
cylinder. Into another cylinder place 80 cc. of water, 20 cc. of 9 N 
H2SO4, and add 0.01 N KeCr207 drop by drop, with mixing, until 
the color matches that of the 100 cc. aliquot part of the sample. 


Notes. 


1. In case cobalt or nickel is present, pour 100 cc. of solution into a 
flask, heat to boiling, add NaOH to precipitate Co(OH)2 and Ni(OH)s, 
cool, filter, allowing the filtrate to run into a Nessler cylinder, and 
match the color as described above. 

2. When the chromium content is very small, an excesss of about 
0.25 cc. of 0.01 N K2Cr207 will be used. The exact amount should be 
determined by a “ blank ”’ test. 


CHAPTER XV 


COBALT 


DETERMINATION OF COBALT BY EXTRACTION WITH AMYL ALCOHOL 


Tuts method is based upon the fact that amyl alcohol or ether takes 
up cobalt forming a blue solution and leaves nickel in the water layer. 


Reagents. 


1. Ammonium thiocyanate, 30 per cent solution. 

2. Sodium pyrophosphate. Solid. 

3. Amyl alcohol. 

4. Standard cobalt solution. Dissolve 0.4926 gram of cobalt 
nitrate, Co(NOs3)2-6H20, in water, dilute to a liter and thoroughly 
mix. One cubic centimeter of the solution contains 0.1 mg. of cobalt. 

Procedure.—The amount taken for analysis should not contain 
over 0.5 mg., or if desirable a larger sample may be taken and an ali- 
quot part used. The sample is dissolved in 30 per cent ammonium 
thiocyanate, if possible, otherwise dissolve in the least possible amount 
of acid and then add ammonium thiocyanate until the concentration 
of the latter is at least 25 per cent, adding some of the solid salt if 
necessary. If the sample is a liquid, add solid ammonium thiocy- 
anate sufficient to give a 30 per cent solution. Next add about 0.5 
gram of sodium pyrophosphate, transfer the solution to a separatory 

funnel, add 25 cc. of amyl alcohol, extract as much as possible by thor- 
ough soaking, separate the blue layer of amyl alcohol cobalt solution 
and put it in a 50 cc. Nessler cylinder. Make a second extraction 
with 25 cc. of amyl alcohol and add the extract to the Nessler cylinder. 
Usually two extractions are sufficient to remove practically all of the 
cobalt. Compare the amyl alcohol extract against a standard pre- 
pared by extracting a known quantity of cobalt in amyl alcohol in the 
‘same way as was done in the case of the sample. 
a 171 
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Notes. 


1. For complete extraction of the cobalt the minimum concen- 
tration of ammonium thiocyanate is 25 per cent. ! 

2. The addition of sodium pyrophosphate entirely prevents the iron 
from reacting with the ammonium thiocyanate and, hence, the cobalt 
can be extracted directly without adding sodium carbonate to precip- — 
itate the iron. Thesodium pyrophosphate also insures a very uni- 
form color, which is not obtained when sodium carbonate is used due 
to the presence of a fine suspension of hydrous ferric oxide sufficient 
to give a greenish tinge to the solution and, hence, making it difficult 
to match.? of 

3. If the manganese content is high, it may form so much precipi- 
tate with the pyrophosphate as to make extraction impossible. 

4. If iron and manganese are present, the same amounts of them 
should be added to the standard cobalt solution (before extraction) as 
contained in the sample. 

5. The amyl alcohol extract. cannot be filtered through paper 
before matching, owing to absorption of the colored salt by the paper. 


REFERENCE 


J. W. Mellor, Trans. Ceram. Soc. England, 8, 132; cf. ibid., 8, 125. 


DETERMINATION OF COBALT AS THE CHLORIDE IN CONCENTRATED 
HYDROCHLORIC ACID 

This method is based upon the blue color obtained when cobalt 
chloride is dissolved in concentrated hydrochloric acid. The pro- 
cedure and precautions are the same as those for the determination 
of nickel as the chloride in concentrated hydrochloric acid. If nickel is 
absent, the comparison may be made by the method of dilution, dilut- 
ing with concentrated hydrochloric acid. Should nickel be present, 
standard nickel solution is added to the cobalt standard until the tint 
of the solution is the same as that of the sample, after which dilution 
is made in the usual way, ; 


Reagents. 
1. Hydrochloric acid, sp. gr. 1.19. The acid must be free of copper, 
cobalt, nickel, and iron. 4s 


1A. D. Powell, J: Soc. Chem. Ind., 36, 273 (1917). a. 
2 Powell, loc. cit.; of. G. Romijn, Pharm, Weekblad., 48, 996. rete s 
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2. Nitric acid, sp. gr. 1.42. 

3. Standard cobalt solution. Dissolve 4.9261 grams of Cu-, N/-, 
and Fe-free cobalt nitrate, Co(NO3)2-6H20, in concentrated hydro- 
chloric acid, repeatedly evaporate with concentrated hydrochloric 
acid.as directed in the preparation of the standard nickel solution 
(page 304), and finally make up to 500 cc. with concentrated hydro- 
chloric acid. This solution contains 2 mg. of cobalt per cc. 

Procedure.—Same as for nickel, page 304. 


Notes. 


1. Materials containing between 0.1 and 10 per cent of cobalt may 
be handled with a maximum error of +5 per cent. 
2. For additional notes, see those for nickel, pages 304 and 305. 


DETERMINATION OF COBALT BY a-NITROSO-s-NAPHTHOL 


a-Nitroso-B-naphthol added to a solution containing cobalt gives a 

red color the intensity of which is proportional to the amount of the 

-metal present. The following procedure? is especially adapted to the 
analysis of materials such as varnish and zinc oxide paints. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Hydrochloric acid, 6 N. 

3. Ammonium hydroxide, 6 N. 

4. Ammonium citrate reagent. Dissolve 500 grams of citric acid 
in 250 cc. of water and add 500 cc. of ammonium hydroxide (sp. gr. 
0.88). This solution contains an excess of ammonia. 

5. a-Nitroso-8-naphthol.* Boil 0.1 gram of a-nitroso-8-naphthol 
with 20 cc. of water and 1 cc. of dilute sodium hydroxide solution, filter, 

and dilute to 200 cc. . ‘ 
: 6. Standard cobalt solution. Dissolve 0.4926 gram of cobalt 
nitrate, Co(NO3)2-6H2O, in water and dilute to a liter. Mix thor- 
oughly. One cubic centimeter contains 0.1 mg. of cobalt. For the 
balancing method, 50 cc. of the standard solution are treated with 
double the quantities of reagents specified for the sample and then 

3E. G. Jones, Analyst, 48, 317 (1918); cf. F. W. Atack, J. Soc. Chem. Ind., 34, 641 


(1915). 
4¥, W. Atack, J. Soc, Chem. Ind., 34, 641 (1915). 
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diluted to 500 cc. and mixed. This solution contains 0.01 mg. of 
cobalt per cubic centimeter. The solution should be used at once, 
since after a short time a precipitate appears. 

Procedure.—Weigh out a sample of such size as to contain between 
0.05 and 2 mg. of cobalt and incinerate in a porcelain crucible. Extract 
the ash with concentrated hydrochloric acid. If any insoluble matter 
remains, add aqua regia and finally drive off the nitric acid by adding 
concentrated hydrochloric acid and heating. Evaporate the solution 
to dryness, take up the residue in hot water and a few drops of 6 N 
hydrochloric acid and dilute to a convenient volume in a volumetric 
flask. Place an aliquot part of the solution in a Nessler cylinder, add 
5 cc. of ammonium citrate reagent, dilute to about 90 cc., add 5 cc. of 
a-nitroso-B-naphthol, dilute to 100 cc. with water, mix, and match 
against a standard solution of cobalt prepared by adding the same 
amounts of ammonium citrate and e-nitroso-B-naphthol as used with 
the sample. Comparisons are made by the balancing or dilution 
methods, or the method of duplication. 


Notes. 


1. The above procedure must be modified if copper or a minute 
trace of nickel or of manganese is present. 

The copper is removed by passing hydrogen sulfide into the slightly 
acidified solution (about 0.05 N with HCl). Filter, boil off the hydro- 
gen sulfide from the filtrate, and complete the analysis in the usual way. 

If nickel is present, add a few cubic centimeters of ammonium 
citrate reagent to the neutral or slightly acid solution, dilute to about 
— 100 cc. with water and heat almost to boiling. Then add a 1 per cent 
solution of dimethylglyoxime in alcohol (1 cc. for every 2 mg. of Ni) 
and make slightly alkaline by adding ammonium hydroxide drop by 
drop. Stir the mixture, allow it to stand about 5 minutes in a warm 
place, filter into a volumetric flask and wash with hot water. Cool the 
solution, dilute to the mark, and mix. Evaporate an aliquot part to 
dryness in a porcelain dish and gently ignite the residue. Cool, treat 
first with aqua regia, then with concentrated hydrochloric acid, and 
evaporate to dryness. Moisten with a drop of 6 N hydrochloric acid, 
extract with water and complete the cobalt determination in the usual 
way. 

When the amount of manganese is considerably greater than that 
of cobalt, it must be removed, for the most part at least. The solution — 


. _ as 
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of the sample containing the metals as chlorides is digested on a hot- 
plate with an equal volume of nitric acid (sp. gr. 1.2) and a little 
sodium bismuthate. As soon as the pink color of the permanganate 
has disappeared, filter, dilute the filtrate to a suitable volume, and 
transfer an aliquot part to a Nessler cylinder. Add 5 cc. of neutral 
ammonium citrate, neutralize the solution with ammonium hydroxide 
(litmus paper) and then add a measured quantity of 6 N ammonium 
hydroxide. Compare the color with a standard cobalt solution pre- 
pared by adding the same amounts of neutral ammonium citrate, 
ammonium hydroxide, and a-nitroso-8-naphthol. The comparison 
may be made by the methods of dilution, balancing, or duplication. 

2. The most satisfactory amount of cobalt for comparison is 
about 0.1 mg. ° 

3. When nickel is removed by precipitation as dimethylglyoxime, 
the excess of the latter is removed by evaporating to dryness and 
treating the residue with aqua regia. 

4. The purpose of adding ammonium citrate is to prevent the inter- 
ference of metals other than those of copper, nickel, and manganese. 
5. A pure solution of a-nitroso-8-naphthol does not keep satis- 

factorily but its sodium salt does. 

6. A series of standard solutions is not satisfactory as the cobalt 
precipitates after a short time. 

7. The accuracy of the method for the estimation of cobalt in var- 
nishes and zinc oxide paints is shown by the following results obtained 
by Jones® who added known amounts of cobalt to the materials. 


VARNISHES 
Pericenpieoraaded.:......... 0.0095 | 0.039 0.066 0.072 0.104 0.180 
IPE GeHige OLOUNG.. 5)... . oes 0.009 0.037 0.062 0.070 0.103 0.178 
ZnO—PAINTS 
Per centecodded...........-. 0.063 0.114 
Per Cent Gomound. 2.4... 000). 0.063 0.103 


5 E.G. Jones, loc. cit. 
6 Loc. cit. 
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COPPER 


DETERMINATION OF COPPER BY AMMONIA 


Tuts determination is based upon the blue copper ammonia com- 
plex ion, [Cu(NH3)4!*++, which forms when an excess of ammonia is 
added to a solution of cupric ions. 


Reagents. 


1. Ammonium hydroxide, sp. gr. 0.90, and dilute ammonium hy- 
droxide, 3 N. 

2. Nitric acid, sp. gr. 1.42. 

3. Sulfuric acid, sp. gr. 1.84. 

4. Permanent standards. Dissolve about 0.3 gram of pure copper 
in 5 cc. of conc. nitric acid and 5 cc. of conc. sulfuric acid and evaporate 
until dense white fumes of the latter are evolved. Then cool, add 25 
cc. of distilled water and conc, ammonia until a clear blue solution is 
obtained, finally diluting with 3 N ammonium hydroxide until 1 cc. 
of solution contains exactly 0.0025 gram of copper. Accurately 
measure out portions of the standard containing from 0.10 to 1.30 per 
cent of copper, place them in clear glass cylinders of uniform size and 
fitted with ground-glass stoppers, dilute to the 200 cc. mark with 3 N 
ammonium hydroxide, and thoroughly mix. If these standards are 
kept in a cool place and away from direct sunlight ee will last a long 
time. (See Note 2.) 

Procedure.—Two and a half grams of the substan are placed in 
a casserole,! 15 cc. of conc. nitric acid and 5 cc. of conc. sulfuric acid 
are added, and the mixture heated to a thick pasty mass. Dissolve the 
copper sulfate in 70 cc. of water, add 30 cc. of conc. ammonia, filter, 
and wash the residue twice with dilute ammonia (1:10). Rinse the 
residue back into the casserole with 50 cc. of water, being careful not 


1G, L. Heath, J. Am. Chem, Soc., 19, 24 (1897). 
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to damage the filter, and add sulfuric acid sufficient to dissolve the 
ferric oxide and alumina. Twenty-five cubic centimeters of conc. 
ammonia are then added and the solution filtered and washed as 
before. The filtrate and washings are mixed with the main filtrate, 
the solution transferred to a glass cylinder like those used for the 
standards, diluted to the 200 cc. mark with 3 N ammonium hydroxide, 
thoroughly mixed, and compared with the series of standards. The 
matching is best made by placing a piece of plain white paper behind 
the sample and standard cylinders and holding them against a window 
pane. 


Notes. 


1. Copper is usually to be estimated in tailings or lean blast fur- 
nace slags and must be separated from silica, and the oxides of iron, 
aluminum, and calcium. The above method of double precipitation 
of the iron and aluminum is more accurate, and requires less time than 
either the precipitation by aluminum or a single precipitation by 
ammonia. 

2. Nitric acid used to dissolve the pure copper for the standard is 
replaced by sulfuric acid and the solution made strongly ammoniacal 
with ammonia. This procedure gives standard ammoniacal copper 
solutions which are permanent for a long time, provided they are kept 
tightly stoppered and away from direct sunlight. 

3. Should the first residue be evaporated too dry, or should the 
color be very purple after filtration, the separation of copper from 
basic oxides by a single precipitation with ammonium hydroxide will 
be incomplete. Should the solution have a greenish tint, the readings 
are likely to be a little too high, but the error is within the limits of 
error in sampling. In case the green tint is very pronounced the 
analysis should be repeated. If cupri-ferrous material is present the 
weighed sample should be heated several minutes in a porcelain cru- 
cible at a bright red heat. Stir with a platinum wire during the 
heating. | 

4. Results with samples containing from 25 to 35 per cent? of iron 
and aluminum oxides showed from 0.00 to 0.04 per cent of copper in 
the residue on the filter after the second precipitation. 

5. Although both copper sulfate and copper nitrate give a dark blue 
solution in ammonia, the colors are not the same for the same copper 


2 Heath, Joc. cit. 
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content. Hence, the standard and the sample must consist of the same 
copper salt. 

6. The analysis is most sensitive when the copper content is 
0.0127 mg. per cubic centimeter. At this concentration, the addition 
of 0.0716 mg. of copper can be detected.? 

7. If the method of balancing or that of dilution is to be used, pre- 
pare a standard ammoniacal copper solution containing 0.01 mg. of 
copper per cubic centimeter, 


DETERMINATION OF COPPER AS THE SULFIDE 


The addition of a little hydrogen sulfide water to a solution con- 
taining a minute quantity of copper gives a colloidal dispersion of 
copper sulfide whose brown color may be quantitatively matched 
against a standard prepared in a similar way. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Hydrogen sulfide water. Saturate distilled water with pure 
hydrogen sulfide prepared as directed on page 240. 

3. Ammonium chloride. Use a saturated solution. 

4, Sodium acetate, 1 N. 

5. Sugar solution. Use a 50 per cent solution of pure white sugar. 

6. Standard copper solution. Dissolve 0.3928 gram of pure copper 
sulfate, CuSO4-5H20, in water, dilute to a liter, and mix. This solu- 
tion contains 0.1 mg. of copper per cubic centimeter. 

Procedure.—Dissolve a weight of sample that contains not more 
than 0.00025 gram (better 0.0001 gram) of copper, or if a larger 
amount is taken, then use an aliquot part of the solution. Add to the 
dissolved sample, or aliquot part, 3 cc. of sodium acetate solution, 5 cc. 
of ammonium chloride solution, and 3 cc. of conc. nitric acid. Then 
add 2 cc. of hydrogen sulfide water and thoroughly mix. Match the 
brown colored suspension against a standard by any of the methods 
except that of a series of standards. If the dilution or balancing 
method is used, 10 cc. of the standard copper solution are treated with 
the same reagents as the sample, except that 6 cc. of hydrogen sulfide 
water are used instead of 2 cc., and the final solution diluted to 100 cc. 
One cubic centimeter of this solution contains 0.01 mg. of copper. 


3F, D. Snell, Colorimetric Analysis, p. 45. D. Van Nostrand Co., New York, 19 oe 
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To compare by duplication, dilute the sample to 50 cc. and add the 
standard copper solution, drop by drop, to 25 cc. of water containing 
the reagents used in the sample, the final volume being brought to 
50 cc. by the addition of water. Similar tubes must, of course, be used 
for the sample and standard. 


Notes. 


1. The presence of the ammonium chloride increases the delicacy 
very much. 

2. Since the copper sulfide is in colloidal suspension, it may show a 
tendency to agglomerate and settle. This tendency may be largely 
overcome by taking a new sample and adding 5 cc. of a strong sugar 
solution, in addition to the other reagents, before adding the hydrogen 
sulfide water. The sugar acts as a peptizing agent. 

3. Due to the copper sulfide being in the colloidal state, it is essen- 
tial that strict attention be given to having the same quantities of 
electrolytes present in both the sample and the standard. The intensity 
of the color will vary with the size of the particles of copper sulfide 
‘and this in turn is influenced by electrolytes. Moreover, the order 
and manner of adding all reagents should be as nearly the same as 
practical when precipitating the copper in the sample and in the 
standard. 

4. The test cannot be made in the presence of lead, silver, mercury, 
or bismuth since the sulfides of these metals color the solution brown. 
Tron, cobalt, and nickel are not likely to interfere since their sulfides 
do not form in acid solution. They would interfere, however, if pres- 
ent in very large amounts, due to the colored solutions given by their 
salts, 


DETERMINATION OF COPPER AS THE CHLORIDE IN 
CONCENTRATED HYDROCHLORIC ACID 
Caone chloride dissolves in strong hydrochloric acid to give 4 yellow 
‘solution. A maximum intensity in color is reached at a hydrochloric 
acid concentration of about 28 per cent. Comparisons are, there- 
fore, made in 28 per cent hydrochloric acid solution. 


Reagents. 

1. Hydrochloric acid. A 28 per cent solution is prepared as 
directed in the determination of iron by the chloride method, page 238. 
q 4C. Hiittner, Z. anorg. Chem., 86, 341 (1914). 
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2. Nitric acid. Use the C.P. acid, sp. gr. 1.42, if it gives a zero 
“‘ blank,”’ otherwise, redistill the concentrated acid. 

3. Standard copper solution. Dissolve 1.0000 gram of pure copper 
in nitric acid, add strong hydrochloric acid, and evaporate to dryness. 
Repeat this treatment twice, dissolve the final residue in a little hydro- 
chloric acid, and then dilute to one liter with the 28 per cent acid. One 
cubic centimeter of this solution contains 0.001 gram of copper. 

Procedure.—Dissolve the weighed sample, containing about 
0.01 gram of copper (or about 0.1 gram), in concentrated hydrochloric 
acid of about 28 per cent strength. Dilute to 100 cc. with the 28 per 
cent acid (or to 1000 cc. if 0.1 gram sample was used). If the sub- 
stance is not readily dissolved in hydrochloric acid, dissolve it in conc. 
nitric acid or aqua regia. Replace the nitric acid by repeated evapora- 
tion to dryness (three times) with hydrochloric acid, finally dissolving 
the residue in hydrochloric acid and diluting the solution to 100 cc. 
(or to 1000 cc. if 0.1 gram sample was used) with the 28 per cent acid. 
Compare 50 cc. of the diluted sample with the standard by the method 
of balancing. 


Notes. 


1. Manganese and free chlorine do not impair the accuracy of the 
determination. Cobalt and nickel do not interfere unless they are 
present in large amounts. Nitric acid and the oxides of nitrogen color 
the solution yellow and, hence, must be removed by repeated evapora- 
tion to dryness with strong hydrochloric acid. Iron also gives a yellow 
color in hydrochloric acid solution. The ratio of intensities of the color 
of the copper solution to that of the iron solution is 5 : 9. The copper 
may be separated from the iron® (also from cobalt and nickel) by pre- 
cipitating as the sulfide. The cupric sulfide is then dissolved by boil- 
ing in dilute nitric acid, the sulfur filtered off, the filter thoroughly 
washed, and the filtrate together with the washings evaporated to 
dryness with strong hydrochloric acid. Continue the analysis as 
directed in the procedure above. 

2. The hydrogen sulfide used to precipitate. the copper must be 
thoroughly washed. It is conveniently prepared as directed on p. 240. 

3. Small quantities of organic matter may give a yellow color to 
strong hydrochloric acid. Hence, any organic matter present must 


5 C, Hiittner, Joc. cit. 
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be removed by igniting the sample in the presence of air. The ignited 
mass is then brought into solution in the usual way. 

4. The estimation of copper as chloride in concentrated Pare 
chloric acid is as accurate as the ammonia method. 

5. The method of balancing is preferable if a large number of 
analyses are to be made, owing to the cost of the large amount of 
hydrochloric acid required for the method of dilution. All dilutions 
must be made with 28 per cent acid. 


DETERMINATION OF COPPER AS THE BROMIDE 


This method is based upon the brown color of cupric bromide in 
acid solution. ® 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Potassium bromide. Dissolve 100 grams of pure potassium 
bromide in 150 cc. of boiled distilled water, dilute to 200 cc., and mix. 
Keep in a brown glass bottle and in the dark. 

3. Standard copper solution. Place 0.3928 gram of pure copper 
sulfate, CuSO4-5H20, in a liter volumetric flask, dilute to the mark 
with water, and mix. One cubic centimeter of the solution contains 
0.1 mg. of copper. 

Procedure.— Dissolve the weighed sample in water or acid, dilute 
to a definite volume, mix thoroughly, and measure out accurately 5 cc. 
Twenty cubic centimeters of the potassium bromide solution are placed 
in a beaker, 10 cc. of conc. sulfuric acid are added a little at a time, and 
the precipitated potassium sulfate filtered off. Five cubic centimeters 
of the filtrate are added to the 5 cc. aliquot part of the sample, together 
with 2 cc. of conc. sulfuric acid. After thorough mixing, the solution is 
matched in color against a series of standard copper solutions prepared 
in a similar way, 


Notes. 


1. The bromide method may be used to estimate small amounts 
of copper in chlorides, nitrates, and sulfates. It may also be used 
when the copper is present in a complex radical, provided the complex 
is decomposed by treating with a concentrated acid. 


6 Bull. soc. pharm. Bordeaux, Aug.-Dec., 1915. 
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2. The potassium bromide solution is unstable and should be 
prepared fresh at least every two weeks. It must be kept in the dark 
and in a brown bottle. Prepare only a small volume of the reagent 
as needed, if determinations are made infrequently. 

3. The standard color solutions are fairly stable and may be kept 
for some time. 


DETERMINATION OF COPPER BY POTASSIUM FERROCYANIDE 


When potassium ferrocyanide is added to solutions containing cop- 
per ions a purplish brown color is produced, due to the formation of the 
corresponding copper complex salt, CusFe(CN)s. The intensity of 
the color serves as a measure of the copper content of the solution. 


Reagents. 


. Nitric acid, sp. gr. 1.42. 
. Sulfuric acid, sp. gr. 1.84. 
Ammonium hydroxide, 6 N. 
. Ammonium chloride, saturated solution. 
Potassium ferrocyanide, 3 per cent solution. Ni 
. Standard copper solution. Dissolve 0.3928 gram of pure cop- 
per sulfate CuSO4-5H20, dilute to a liter and thoroughly mix. One 
cubic centimeter of this solution contains 0.1 mg. of copper. 

Procedure.—The weighed sample, containing between 0.00005 and 
0.005 gram of copper, is dissolved in water or nitric acid. If the latter, 
boil till most of the acid is driven off, add 5 cc. of sulfuric acid and 
re-boil. Cool, dilute a little, filter, and wash the residue with warm 
water. Add ammonia to the combined filtrate and washings until 
slightly alkaline and boil off the excess of ammonia, then add 5 drops 
of the potassium ferrocyanide solution and compare the color against 
a standard by the method of dilution or that of duplication. For the 
method of duplication the sample is diluted to 50 or 100 cc., thoroughly 
mixed and one-half of it used for the comparison. The standard is 
made by adding 5 drops of potassium ferrocyanide solution to 35 cc. of 
water containing 5 cc. of ammonium chloride, mixing, and adding the 
standard copper solution until the color matches that of the sample 
when carefully diluted to the same volume as that of the sample. Both 
standard and sample are made up in similar tubes. 

If the dilution method is to be used, take 10 cc. of the standard, Bad 
25 cc. of water, 5 cc. of ammonium chloride, 5 drops of potassium ferro- 
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cyanide solution, and dilute to 50 cc. Then dilute slowly until the 
color matches that of the sample, taking the precaution to mix the 
solution thoroughly after each dilution. 


Notes. 


1. The presence of ammonium chloride, ammonium nitrate, or 
potassium nitrate increases the delicacy of the test. With these salts 
present, 1 part of copper can be detected in 2,500,000 parts of solution. 

2. Potassium ferrocyanide gives a white precipitate with lead, but 
the amount of lead likely to be present at the dilution of the test is 
usually negligible. For more accurate work, the same amount of lead 
present in the sample may be added to the standard in the form of 
lead nitrate.’ 

3. A large amount of iron interferes with the analysis. The iron 
is removed by precipitating with ammonia and filtering off the ferric 
hydroxide. The latter may be used to estimate the iron content of 
the sample. In case there is a large precipitate, dissolve it in a little 

hydrochloric acid, reprecipitate with ammonia, filter, and add the fil- 
trate to the first one. The resolution and reprecipitation is to recover 
the small amount of copper carried down with the first precipitate. 

4. If a large amount of zinc is present it is removed as follows: 
Slightly acidify with acetic acid the filtrate from the iron precipitation, 
add 5 cc. of 8 per cent disodium ammonium phosphate, Naz2NH4POs, 
solution; boil, cool, filter, and treat the filtrate for copper in the usual 
way. 

5. The test solution must be neutral. In acid solution an earthy 
brown color is formed; in an alkaline solution the color fades. Litmus 
paper should be used as an indicator. : 

6. The color fades too quickly for the use of a series of standards 
and is not suitable for comparison by balancing, 


DETERMINATION OF COPPER BY SALICYLIC ACID 


Reagents. 


1. Salicylic acid. One-half per cent solution in dilute alcohol. 
2. Acetic acid. Ten per cent solution of iron-free acetic acid. 
3. Potassium nitrate. Two per cent solution of the pure salt. 


_TJ, Ind. Eng. Chem., 7, 1035 (1915). 
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4. Standard copper solution. Dissolve 0.3928 gram of pure copper 
sulfate, CuSO4-5H2O, in water, dilute to a liter and mix thoroughly. 
One cubic centimeter of the solution contains 0.1 mg. of copper. 

Procedure.—The sample is dissolved in water and diluted to 10 cc. 
in an ordinary test tube. To each of a series of test tubes (selected 
to match, as nearly as practicable, the sample tube) is added measured 
amounts of the standard copper solution. The amounts of the 
standard should vary from 0.1 to 1.0 cc. and each is diluted to 10 cc. 
Then to each tube, including the sample, is added 5 drops of potassium 
nitrate solution, 5 drops of acetic acid solution, and, finally, 3 cc. of 
the salicylic acid. Mix the contents of each tube, heat them to 
boiling in a water-bath for 45 minutes, and compare the sample with 
the standards. The reading is taken as that standard which matches 
the closest the color of the sample tube. 


Notes. 


1. This method is sensitive to 0.01 mg. of copper. 

2. The method cannot be used in the presence of free mineral 
acids, citric and tartaric acids, or iron salts.® 

3. The color produced by the reaction of salicyclic acid with copper 
ions fades fairly rapidly. Hence, comparison is always made with a 
series of standards prepared simultaneously with the sample. 


DETERMINATION OF COPPER BY ETHYL XANTHATE ~ 


This determination is based upon the yellow color produced when 
potassium ethyl xanthate is added to a solution containing a minute 
‘ quantity of copper.® 


Reagents. 


1. Potassium ethyl xanthate. Use 1 gram of the pure salt per liter. 
Keep the solution in an amber-colored glass-stoppered bottle. 

2. Standard copper solution. Dissolve 0.3928 gram of pure copper 
sulfate, CuSO4-5H»2O, dilute to a liter and mix. One cubic centi- 
meter of the standard contains 0.1 mg. of copper. 

8Z. Nahr. Genussm., 22, 727. 


9W. W. Scott, Standard Methods of Chemical Analysis, 4th ed., p. 197, D. Van 
Nostrand Co., New York, 1925. 


DETERMINATION OF COPPER BY ETHYL XANTHATE 185 


Procedure.—Weigh out a sample to contain not more than 0.001 
gram of copper, dissolve in water, dilute to 90 cc. and add 10 ce. of 
potassium ethyl xanthate. Compare the yellow color produced with 
that of a standard. For the method of duplication, the standard is 
made by adding 10 cc. of the potassium ethyl xanthate solution to 60 
cc. of water and running in the standard copper solution, little by little, 
till the color matches the sample after their volumes have been made 
equal. 

To match the color by balancing or diluting, 10 cc. of the standard 
copper solution are diluted to 500 cc. with water and 10 cc. of the 
potassium ethyl xanthate solution. This solution has a copper con- 
tent of 0.002 mg. per cubic centimeter. 


Notes. 


1. The ethyl’ xanthate method is excellent for the estimation of 
copper present as impurity in salts. 

2. Small amounts of lead, iron, cobalt, nickel, manganese, and zinc 
do not interfere with the accuracy of the test. 

3. Not more than 0.001 gram of copper must be present in the 
sample taken for analysis. If more than this amount is present, — 
copper xanthate precipitates. 

4. If the sample is insoluble in water, dissolve in nitric acid and 
displace the nitric acid by evaporating the solution to dryness with 
hydrochloric acid. The residue is taken up in water and the analysis 
continued in the usual way. Any organic matter in the sample must 
be removed. This may be accomplished by igniting the sample with 
a little sodium or potassium nitrate and removing the excess of nitrate 
by adding hydrochloric acid and evaporating to dryness. 


CHAPTER XVII 


FLUORINE 


DETERMINATION OF FLUORINE BY ITS BLEACHING ACTION ON 
AN OXIDIZED TITANIUM SOLUTION ! 


FLUORINE has a powerful bleaching action on the yellow color pro- 
duced by oxidizing a titanium solution with hydrogen peroxide. By 
comparing the colors of equal volumes of two solutions containing the 
same amount of titanium oxidized by hydrogen peroxide, one con- 
taining fluorine and the other none, the percentage of fluorine can be 
calculated. 


Reagents. 

1. Sulfuric acid, 6 N. 

2. Hydrogen peroxide, 3 per cent. Titrate the peroxide against a 
standard potassium permanganate solution from time to time to be 
certain its strength is still satisfactory. 

3. Fusion mixture of sodium and potassium carbonates. 

4, Ammonium carbonate. 

5. Standard titanium sulfate solution. Dissolve potassium titan- 
ium fluoride in water, add a large excess of sulfuric acid; evaporate 
until sulfur trioxide is given off, cool, add more water, and repeat the 
operation several times to insure complete removal of fluorine. Dilute 
with a large volume of water and determine the titanium content of 
the solution gravimetrically by precipitating a measured portion of it 
with ammonium hydroxide, filtering, igniting the precipitate, and 
weighing the TiOz. Dilute the remainder of the solution so that 1 
cc. contains 0.1 mg. of TiOz, at the same time adding enough sulfuric 
acid to make a 3 per cent solution. — 

6. Standard fluorine solution. Dissolve 1.2419 grams of potas- 
sium zirconium fluoride (potassium fluorizirconite), K2ZrF¢, in water, 
dilute to a liter and thoroughly mix. This solution contains 0.5 mg. | 
of fluorine per cubic centimeter. 
1G. Steiger, J. Am. Chem. Soc., 30, 219 (1908); of. H. E. Merwin, Am, J. Sci., 28, 119 
(1909), 
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Procedure.—For rocks containing only a few tenths of a per cent 
of fluorine, a 2-gram sample is satisfactory. The finely ground sample 
is fused with four or five times its weight of a mixture of sodium and 
potassium carbonates and the fused mass thoroughly bleached with 
hot water. Two grams of ammonium carbonate are added and .the 
mixture heated on the water-bath for about 20 minutes. Allow the 
mixture to cool an hour or more and filter off the precipitate of iron, 
and aluminum hydroxides and silica. Evaporate the filtrate to a small 
volume (25 or 30 cc.) and again filter to insure a clear solution, allow- 
ing the latter to run into a 100 cc. volumetric flask. Add sulfuric 
acid to the solution until it is almost neutral, taking care not to add 
an excess, shake well until free from excess carbon dioxide, and then 
add sulfuric acid until the solution is slightly acid. Now add more 
acid dependent on the amount of fluorine present. For 0.01 gram of 
fluorine add 12 cc. of acid and for 0.00005 gram, 1 cc. of acid. For 
intermediate amounts of fluorine, use proportionate quantities of 
acid. To the acidified solution (or an aliquot part containing not more 
than 2 or 3 mg.) add 20 cc. of the standard titanium sulfate solution 
and 3 cc. of hydrogen peroxide, dilute to the mark with water and mix 
thoroughly. Compare this solution with a standard prepared by adding 
3 cc. of hydrogen peroxide to 20 cc. of the standard titanium sulfate 
solution, diluting to 100 cc. with water and mixing. The comparison is 
made in a colorimeter whose error is not more than 2 or 3 per cent. 

Since the two solutions contain the same amount of titanium 
per cubic centimeter their colors should be identical, but on account of 
the bleaching effect of fluorine on titanium solutions oxidized by hydro- 
gen peroxide, the sample solution will be lighter in shade than the 
standard. The extent of bleaching is not directly proportional to the 
fluorine content, but by reference to the curve in Fig. 42, the amount 
of fluorine corresponding to a given bleaching can be found. Sup- 
pose, for example, a reading of 73.5 is obtained. The fluorine has 
caused a bleaching of the solution equivalent to 26.5 per cent of the 
titanium present. By finding 73.5 on the abscissa, with the help of 
the curve the amount of fluorine (0.0015 gram) can be read off directly 

on the ordinate, 


__ Notes. 


4, The above method will detect several hundredths of one per 
cent of ere and will Bebupe mate the quantity. Better results 


a a ie 


188 FLUORINE 


are obtained with quantities up to several tenths of a per cent, and 
when not more than 2 per cent is present the results compare favorably 
with those obtained with the standard methods. 
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2. The ammonium carbonate treatment removes all the iron and 
aluminum and leaves not more than 30 mg. of silica. Iron prevents 
the bleaching action of the fluorine (and also colors the solution), — 
but only a small amount of it is extracted from the fused mass, and 
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this is probably completely removed by the ammonium carbonate 
treatment. Aluminum, even in small amounts, has a very pro- 
nounced bleaching effect, but is completely removed by the ammo- 
nium carbonate treatment. Silica has only a slight effect when not 
over 0.1 gram is present. The 30 mg. or less of silica remaining after 
the ammonium carbonate treatment does not interfere. Phosphoric 
acid has a bleaching action on oxidized titanium solutions, but the 
amount of phosphorus likely to be present in a rock will not introduce 
a significant error. Sodium and potassium salts in large amounts 
have a slight bleaching action, but the quantity present in the above 
procedure does not seriously alter the results. The possible effect of 
. traces of vanadates, tungstates, and chlorides has not been deter- 
mined. 

3. The color is affected by a change in temperature, an increase in 
intensity from 5 to 15 per cent being produced by a temperature rise of 
3071: 

4. In shaking the solution until free from excess of carbon dioxide, 
“care should be taken not to have an excess of acid present before 
shaking, for the reason that the escaping gas will carry off some 
fluorine; even under the above conditions a slight loss occurs.’’? 

5. Various mixtures, roughly representing commonly occurring 
rocks and containing accurately known amounts of fluorine, have 
been analyzed for fluorine by Steiger (Joc. cit.) and serve to show the 
limits of accuracy of the above method. All of his results are given 


in Table XIV. 
TABLE XIV 


Sid. | Al,O; | FexO; | MgCO,|CaCO,|NaHNH,PO,| Tid, |*° pene Le ae 
Olagnmmmoune 0s] 0.03} 0.05 | <......... [econ 0.0114 0.0102 
0.60 | 0.20 | 0.05 | 0.03 | 0.05 0.01 0.008 | 0.0052 0.00525 
0.60 | 0.20 | 0.05 | 0.03 | 0.10 0.01 0.01 0.00284 0.0027 
0.70%) 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.0005 0.0003 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.00526 0.0056 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.00526 0.0040 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.00253 0.0020 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.01228 0.0089 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.00516 0.00486 
0.70 | 0.15 | 0.05 | 0.05 | 0.05 0.01 0.005 | 0.00536 0.00530 


*In this determination the fusion of the mixture was made as usual, and the fluorine added to the bleach 
water before the treatment with ammonium carbonate. 


2G. Steiger, loc. cit. 
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Steiger also made determinations of fluorine in natural rocks and 


compared them with the gravimetric results. 


are as follows: 


His three sets of analyses 


iL II III 

Per Cent Per Cent Per Cent 
ashe es tert er e e R 0.15 3.01 1 Ou 
Ries Ae 0.21 2.58 oe) 


Rocks containing between 10 and 20 per cent of fluorine were also 
analyzed, but the results were unsatisfactory, being in error by sev-_ 


eral per cent. 


CHAPTER XVIII 


GOLD 


DETERMINATION OF GOLD BY DECOMPOSITION OF THE CYANIDE 
BY POTASSIUM BROMATE AND SULFURIC ACID ! 


A CYANIDE solution is treated with potassium bromate and con- 
centrated sulfuric acid, and stannous chloride then added. As little 


gold as one cent per ton can be detected. Eight cents of gold per ton 
gives the purple of Cassius. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Potassium bromate. 

3. Stannous chloride. Ten per cent solution in dilute hydrochloric 
acid. 

Procedure.—Add a small amount of potassium bromate to a 50 cc. 
solution of the sample and then concentrated sulfuric acid little by 
little until effervescence begins. The reaction will continue until all of 
the cyanide is decomposed. Boil off the bromine and add an excess of 
stannous chloride solution. Compare the color with a series of stand- 
ards or from memory if the operator is sufficiently experienced with 
the test. 

Note.—It is not necessary to boil off the bromine before adding 
stannous chloride, if the test is tobe madeat once. The color will not 
retain its true intensity for more than a minute unless the bromine 
has been removed. are 


DETERMINATION OF GOLD BY DECOMPOSITION OF THE CYANIDE 
BY SODIUM BROMIDE AND SODIUM PEROXIDE ! 


This method is similar to the preceding one except that sodium 
bromide is added to the sample in 50-cc. solution and then an excess of 
sodium peroxide. Bromine is liberated and the cyanide is decom- 


1H. R. Cassel, Eng. Mining J., 76, 661 (1903). 
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posed. The solution is then neutralized with sulfuric acid, acidified 
with hydrochloric acid, stannous chloride solution added, and the 
color obtained compared with a series of standards or from memory. 


Reagents. 

1. Sulfuric acid, sp. gr. 1.84. 

2. Hydrochloric acid, sp. gr. 1.19. 

3. Sodium bromide. 

4, Sodium peroxide. 

5. Stannous chloride. Ten per cent solution in dilute hydrochloric 


acid. 


DETERMINATION OF GOLD BY DECOMPOSITION OF THE CYANIDE 
BY AMMONIA 2 
This method differs from that of the two preceding ones only in 
the manner of reduction of the cyanide. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Hydrochloric acid, sp. gr. 1.19. 

3. Ammonium chloride. Ten per cent solution in dilute hydro- 
chloric acid. 

Procedure.—A solution of the sample is treated with concentrated 
ammonium hydroxide, an amount equivalent to one-third the volume 
of the solution being added. The solution is then neutralized with 
concentrated sulfuric acid, acidified with hydrochloric acid, stannous 
chloride added, and the color thus produced compared with standards 
similarly prepared. 


DETERMINATION OF GOLD BY METAPHENYLENEDIAMINE 


The yellow to brown color produced in this method is due to col- 
loidal gold. As little as 0.05 per cent of gold can be estimated. — 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 
2. Sulfuric acid, 6 N. 
3. Metaphenylenediamine, 5 grams per liter. 


2H. R. Cassel, loc. cit, 
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Procedure.—A solution of the gold in the form of cyanide is 
treated with concentrated hydrochloric acid. This decomposes the 
cyanide and converts the gold into its chloride.? Five cubic centi- 
meters of the metaphenylenediamine are then added and the solutions 
mixed. Next add sulfuric acid, a little at a time, mixing after each 
addition, until the maximum intensity of color is produced. Com- 
pare with a series of standards similarly prepared. 

Note.—The solution of metaphenylenediamine may turn pink on 
standing in the light. It may be decolorized by shaking with animal 
charcoal and filtering off the latter. 


DORING’S METHOD FOR THE DETERMINATION OF GOLD ! 


This method is suitable for the estimation of gold in very poor ores. 
It will detect as little as a half gram of gold per ton of ore. 


Reagents. 


1. Bromine. 

2.. Ether. 

3. Stannous chloride. Ten per cent solution in dilute hydro- 
chloric acid. 

Procedure.—Place 100 grams of the finely ground ore, slightly 
and uniformly moistened, in a ground glass-stoppered bottle, add 1 or 
2 cc. of a 1 to 1 solution of bromine and ether, stopper the bottle and 
shake at frequent intervals for about 2 hours. Enough bromine must 
be present to keep the bottle filled with bromine vapor. Next add 50 
cc. of water and let the mixture stand 2 hours with occasional shaking. 
Filter the solution, evaporate the filtrate to one-fifth of its original 
volume, add a little bromine water, and treat in a test tube with 10 cc. 
of stannous chloride solution. 


Results. 


0.1 per cent solution gives a deep brown color (opaque in thin 
layers). : 
0.01 per cent solution gives a brown violet at once (14 cm. column 
opaque). 
- 0.001 per cent solution gives a pale violet at once. The color deep- 
ens on standing. 


3J. A. Siemssen, Chem. Ztg., 36, 934 (1912). 
4 Cf. F. D. Snell, Colorimetric Analysis, p. 91. D. Van Nostrand Co.,New York, 1921. 
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0.0001 per cent solution, evaporated to one-fifth its former volume 
and a drop of bromine water added, gives a rose tint ina 14 cm. 
column. 

0.00005 per cent solution, treated as the 0.0001 per cent solution, 
gives faint pink in a 14 cm. column. 

The gold content of the ore may be calculated from the per cent of 
the solution. 


DOWSETT’S METHOD FOR THE DETERMINATION OF GOLD ® 


The gold is extracted with sodium cyanide solution, precipitated 
with a few drops of lead nitrate solution and a small amount of zinc, 
the precipitate dissolved in nitric acid and stannous chloride solution 
added. Colors of solutions thus obtained vary from the palest yellow 
tinge to purple of Cassius, corresponding to gold contents from 2 cents 
per ton to 8 cents per ton, respectively. 


Reagents. 


1. Hydrochloric acid, 1.19. 

2. Nitric acid, 1 acid to 2 water. 

3. Sodium cyanide. Use a saturated solution. 

4, Lead nitrate. Use a saturated solution. 

5. Stannous chloride. Dissolve about 12.5 grams of stannous 
chloride crystals in 10 cc. of conc. hydrochloric acid and dilute with 
water to 100 cc. 

6. Zinc dust. Use zinc dust sifted through a 200-mesh sieve. 

Procedure.—The sample contained in about 500 cc. is poured 
into a liter bottle (which has very little shoulder), and 10 to 15 cc. of a 
. saturated sodium cyanide solution and 2 or 3 drops of a saturated lead 
nitrate solution are added. Then add from 1 to 2 grams of zine dust. 
Usually 1 gram is sufficient. Stopper the bottle and shake vigorously 
for 2 or 3 minutes, or until the precipitate is completely coagulated and 
will settle rapidly. Pour the contents of the bottle into a casserole, 
allow the precipitate to settle, and carefully decant the clear solution. 
Add hydrochloric acid to the residue, drop by drop, until the reaction 
stops, and then 1 or 2 drops more. Add 3 to 5 drops of dilute nitric 
acid and evaporate the solution to 1 or 2 cc. Transfer the solution 
to a small test tube, cool, add 1 cc. of stannous nee: and observe 
the color thus obtained. 


5 Met. Chem. Eng., 12, 460 (1914). 
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The colors and their corresponding gold values in cents per ton are 
as follows: 


Cents 

per ton 
Weta DalesUIne Gott .ac clei, </ste e025 « 2 
HGR CHOW oy ai cvese.cars) sls ss! else 00s 3 
Pale pinkish yellows ss. see.e ss + 
1D ISG [SENG oe On & By SOE Ola ee 6 
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Notes. 


1. If the gold content is very small, the tube should be allowed to 
stand 2 or 3 minutes to permit the full color to develop. A faint color 
is detected better by looking down the tube. 

2. Different solutions may require some variation in the amounts 
of cyanide, lead nitrate, and zinc dust. The least amount of lead 
nitrate that will give a rapidly settling precipitate should be used. 
This will mean the minimum quantity of nitric acid will be required 
to dissolve the precipitate. Too much nitric acid must be avoided 
since it causes the color to differ from that specified. 

3. If mercury is present, a dark coloration is obtained which inter- 
feres with the test. 


PRISTER’S METHOD FOR THE DETERMINATION OF GOLD ® 


The gold is precipitated together with copper sulfide, the precip- 
itate dissolved in alkaline cyanide, the solution treated with zinc dust, 
filtered, the excess zinc removed by hydrochloric acid, and the residue 
extracted with aqua regia. Upon diluting the extract with stannous 
chloride solution a colored solution is obtained. This is compared 
with similarly prepared standards unless the operator is familiar with 
the colors produced. 


Reagents. 


~ 1. Hydrochloric acid, sp. gr. 1.19. 
2. Nitric acid, sp. gr. 1.42. 
3. Copper sulfate reagent. Boil for 10 minutes two parts of NaCl, 
1 part of CuSO4-5H20, and 10 parts of water, in the presence of a small 
strip of copper. Cool and add a few drops of acetic acid. 


68 J. Chem. Met. Min. Soc. S. ‘Africa, 4, 235, 455. 
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4. Sodium sulfide, 3 N. 

5. Potassium hydroxide, 6 N. 

6. Potassium cyanide, 5 per cent. 

7. Stannous chloride. 10 per cent solution in dilute hydrochloric 
acid. 

8. Zinc dust. Use zinc dust that has passed a 200-mesh sieve. 

Procedure.—Acidify a 200 cc. solution of the sample with hydro- 
chloric acid and boil for several minutes. Add a slight excess of the 
copper sulfate reagent and a few drops of sodium sulfide solution. 
Boil the mixture about 5 minutes, let the precipitate settle, decant the 
clear liquid through a filter, and dissolve the precipitate on the filter 
and in the beaker in 3 cc. of potassium cyanide solution made alkaline 
with a few drops of potassium hydroxide. To the alkaline cyanide 
solution add 2 grams of zinc dust, heat to 45° and keep at this tem- 
perature about 30 minutes. Decant the mixture through a filter, 
dissolve the excess of zinc in hydrochloric acid, and then extract the 
residue with 10 cc. of aqua regia, passing the filtrate back through the 
filter several times to insure complete extraction. Add 10 cc. of 
stannous chloride solution to the extract, mix, and compare the 
color with a series of standards similarly prepared. 

Note.—The solution of sample is first boiled several minutes with 
hydrochloric acid in order to decompose any cyanide present. 


ROSE’S METHOD FOR THE DETERMINATION OF GOLD? 


If a large volume of boiling water is poured into a stannous chloride 
solution, a yellowish white gelatinous precipitate of tin hydrates is 
formed. If the water contains a minute quantity of gold chloride the 
precipitate is colored purple (purple of Cassius). One part of gold per 
million parts of water will give at once a bright rose-colored precipitate 
when treated in this way. One part of gold in 100 millions gives a 
bluish purple color, markedly different from the color of the precipitate 
obtained with distilled water. 

The method is good for the detection and estimation of gold in 
water and salts. Sea-water containing 1 part of gold in 20 millions 
shows a very distinct reaction. In this case the color is a black- 
rather than a purple-violet. 


7™T. K. Rose, Chem, News, 66, 271 (1892). 
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Reagents. 


1. Stannous chloride. Use a saturated solution of stannous 
chloride in water acidulated with hydrochloric acid just sufficient to 
prevent hydrolysis. 

2. Standard gold solution. Dissolve 0.00003 gram of gold (as 
chloride) in 3 liters of water. This solution contains 1 part of gold per 
100 million. 

Procedure.—The sample dissolved in 3 liters of water is heated to 
boiling and poured suddenly into a beaker containing 10 cc. of the stan- 
nous chloride solution, the two liquids being mixed as rapidly as pos- 
sible. Compare the color of the precipitate with standards prepared 
in the same way. The operator should soon be able to estimate from 
memory the colors produced by standard amounts of gold. 


CHAPTER XIX 
HYDROGEN ION! 


Accorp1nc to the theory of electrolytic dissociation, all liquids, of 
which water is a constituent, contain free H and OH ions. When the 
number of H ions exactly equals the number of OH ions, the solution 
is said to be neutral. Ifthe number of H ions exceeds that of the OH 
ions, the solution is said to be acid. Conversely, if the solution con- 
tains an excess of OH ions, it is said to be alkaline. 

It is well known that acidity is due to the presence of H ions in a 
solution, the acidity increasing as the number of H ions increases. 
Strong acids are those which are highly dissociated in solution to give 
a large number of Hions. Weak acids are those which are but slightly 
dissociated in solution and, therefore, give relatively few H ions. 
For example, HCl is a strong acid and acetic acid is a weak acid. In 
titration 10 cc. of N/10 HCl and 10 cc. of N/10 acetic acid will, of 
course, each require 10 cc. of N/10 NaOH for neutralization. The 
number of H ions in N/10 HCl is, however, almost 70 times as great as 
the number of H ions in N/10 acetic acid. It is, therefore, readily seen 
that the H-ion concentration is not determined by simple titration. 
Since it is the H-ion concentration and not total acidity which is the 
controlling factor in the majority of chemical reactions, the impor- 
tance of making H-ion determinations is apparent. 

Pure distilled water will conduct an electric current to a very slight 
degree. This shows that a very small proportion of the water is dis- 
sociated into H and OH ions. By the Mass Law 


Concentration of H ions X conc. of OH ions rr 
= a constant. 


Concentration of undissociated H2O 


_ Since the amount of undissociated water is relatively extremely 


1The material in this chapter has been taken by permission from W. A. Taylor, The 
A B C of Hydrogen Ion Control, 4th ed., LaMotte Chemical Products Co., Baltimore, 
Md., 1928. <r, 
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large, it can be taken as a constant, and the above equation, therefore, 
becomes 
Conc. of H ions X conc. of OH ions = a constant. 


By electrical conductivity measurements, this constant has been 
found to be 1/100,000,000,000,000 or 10-!4 at 22° C. Since in pure 
distilled water the number of H ions is equal to the number of OH ions, 
each must have a concentration of 1/10,000,000 or 10-7. 

The Hydrogen-ion Exponent Scale, or PH Scale.—In order to 
simplify and to emphasize the importance of hydrogen-ion concentra- 
tion, Sérensen? proposed using the numerical values of the negative 
exponents of hydrogen-ion concentration, [H+], as the basis of a 
hydrogen-ion concentration scale and suggested the symbol P,+. 
Clark later proposed using the simpler symbol, pH. Clark’s symbol 
will be used in this book. Since the pH value is the logarithm of the 
reciprocal of the hydrogen-ion concentration, [H+], the general rela- 
tion may be expressed as follows: 


ae i Bis pes pH 
pH = log | Ol pl EL ees lOg 
This method of expressing H-ion concentration has now been 
generally adopted. In the case of pure distilled water, in which the 
H-ion concentration is 0.0000001 or N/10,000,000, the pH value would 
therefore be the log of 1/0.0000001 or 10,000,000, which is 7.0. 
This value 7.0 is, therefore, the neutral point on the fH scale. 


THE ~H SCALE 
ACID NEUTRAL ALKALINE 


—_— 
etc. 5.6, 5.8 6.0, 6.2, 6.4, 6.6, 6.8, 7.0, 7.2, Thy 7.687 8, 8:0, 82, 84, ee, 


It will readily be seen that pH values below 7.0, such as 6.0, 5.0, 
-etc., will denote acidity, the degree of acidity increasing as the numbers 
decrease. For example, if a small amount of HCl is added to pure 
distilled water which has an H-ion concentration of 10’ or a pH value 
of 7.0, the acid will dissociate into positive H ions and negative Cl 
ions. The total number of H ions in the solution will, therefore, be 
greater than 10-7, and the solution will therefore be acid. Suppose 
the H-ion concentration is found to be N/i,000,000. The fH value will 


2 Biochem. Z., 21, 131 (1909). 
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be the log of 1,000,000, which is 6.0. Similarly, if the H-ion concen- 
tration is N/100,000, the pH value will be 5.0, etc. It should be remem- 
bered that, since we are dealing with logarithmic values, a solution 
having a pH value of 6.0 contains 10 times as many H ions as one hav- 
ing a pH value of 7.0. Similarly, a solution of pH 5.0 contains 100 times 
as many H ions as one.of pH 7.0. 

Since, by the Law of Mass Action 


Conc. of H ions X conc. of OH ions = a constant, 


it is apparent that as the H-ion concentration increases the OH-ion 
concentration must decrease, and vice versa. Even in a strongly alka- 
line solution there are, however, some H ions and, for the sake of sim- 
plicity, it is advisable to express both acidity and alkalinity in terms of 
pH values. 

From the fact that neutral water has an H-ion concentration of 
N/10,000,000, it is apparent that an alkaline solution must contain a 
smaller number of H ions. Let us assume that by adding a small 
amount of sodium hydroxide to pure water, we decrease the H-ion 
concentration to N/100,000,000. The pH value of this solution 
would be 8.0. Similarly, if the H-ion concentration is reduced to 
N/1,000,000,000, the pH value would be 9.0. This shows why all 
values higher than 7.0 indicate alkalinity, the degree of alkalinity 
increasing as the numbers increase. It should be remembered here 
also that a solution of pH 9.0 contains 10 times as many OH ions as 
one of pH 8.0. 

It is therefore seen that the pH value is an absolutely accurate 
measure of the degree of acidity or alkalinity of a solution. By making 
these determinations, definite values are obtained which can be 
recorded and which can be duplicated exactly at any time by the same 
or different workers. We are, therefore, not dependent on such vague 
and meaningless terms as slightly acid or alkaline, moderately or 
strongly acid or alkaline, etc. : 

The exact meaning of H-ion concentration and pH values, and the 
derivation of the latter, can be made clear by a few concrete examples. 
An N/10 solution of hydrochloric acid is one that contains 3.65 grams 
of HCl or 0.1 gram of zonizable H per liter. Electrical conductivity 
measurements have shown that at 18° C. 91.4 per cent of the HCl is 
dissociated. This means that 91.4 molecules out of every 100 do not 
exist as molecules, but are split up into ions of H and Cl. The remain- 
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ing 8.6 per cent of course exist as molecules. If the HCl were com- 
pletely ionized, the N/10 solution would contain 0.1 gram of H ions per 
liter. Since, however, only 91.4 percent is ionized, it contains 


91.4 : : : : 
0:1 ie 0.0914 gram of H ions per liter. The normality of this 


: ; ace 1 
solution with respect to H ions is Wis ie N/10.94. The pH value of 


N/10 hydrochloric acid is, therefore, the logarithm of 10.94, or 1.04. 
An N/10 solution of acetic acid also contains 0.1 gram of ionizable 

H. Electrical conductivity measurements show, however, that at 

18° C. it is dissociated only to the extent of 1.36 per cent. Hence the 


; nae 1.36 : 
hydrogen-ion concentration is 0.1 X Ents 0.00136 gram per liter. 


This is equivalent to an N/735 solution of H ions. The pH value of 
N/10 acetic acid is therefore the log of 735, which is 2.86. 

Since the hydrogen-ion concentration of N/10 HCl is 0.0914 gram 
per liter and of the acetic acid 0.00136 gram per liter, the hydrochloric 
acid contains almost 70 times as many hydrogen ions as the acetic acid. 

Table XV will give the worker some idea of the relationship 
between the total acidity and pH value of a few common acids and 
bases. The fH values have been given for N/10 solutions and are 
rounded off to the nearest 0.1, as this is sufficiently accurate for general 
work. Thus, the above value for acetic acid, pH 2.86, is given as 2.9 
in the table. | 


TABLE XV 
Acids pH Value Bases pH Value 
HCl 1.0 CeHsNH2 7.8 
H3PO4 Lao NaHCO; 8.4 
CH;COOH 2.9 Na2B 407 932 
H.2CO; 3.8 NH,OH ti 
H;BO; nee Na2CO3 11.6 
C.H;OH 6.0 NaOH ie a 


Buffer Action.—It is clear from the above discussion that, if the 
solutions which are encountered in chemical processes, bacteriological 
and pathological work, etc., were only solutions of known pure acids 
and alkalies, the pH value could be calculated from the titration 
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values and ionization constants. This is, however, seldom the case, 
as the solutions normally contain relatively indefinite quantities of 
other substances, and usually a number of unknown impurities. Many, 
and in fact most, of these materials have what is known as “ buffer 
action,”’ which is described by Clark as the resistance exhibited by a 
solution to change in pH through the addition or loss of acid or alkali. 
This action can best be illustrated by means of an example. Pure 
water, as stated above, has a pH value of 7.0. If1cc. of 0.01 N HClis 
added to a liter of pure water, the pH value will be changed to about 
5.0. Let us now consider a solution containing a mixture of sodium 
acetate and acetic acid. In this solution the dissociation of the acetic 
acid is very small: 


CH3COOH s CH3COO- + Ht 
The dissociation of sodium acetate is, however, large: 


CH3COONa s CH3COO- + Nat 


Now suppose we add a small quantity of HCl to this solution. It is 
immediately largely dissociated into H and Cl ions: 


TCS Figen 


We therefore have in solution H, Cl, Na and CH3COO ions. Acetic 
acid ionizes to only a very slight degree. This means that CH3COO 
and H ions cannot exist together in solution to a very large extent. 
Therefore, the larger part of the H ions from the HCl will immediately 
combine with CH3;COO ions to form undissociated molecules of acetic 
acid, and the H ion concentration or pH value of the solution will be 
only very slightly changed, if at all. If, on the other hand, NaOH 
is added to this mixture, it dissociates into Na and OH ions: 


NaOH = Na+ + OH- 


The OH ions then react with the H ions from the acetic acid to form 
water. More acetic acid will then dissociate into CH3COO and H ions 
and the H-ion concentration will be practically the same as it was 
before. It will, therefore, be seen that considerable quantities of 
acids or alkalies may be added to solutions containing buffer salts 
without changing the pH value. Since this is true, it is clear that buf- 
fered solutions can be diluted with distilled water, even though the 


water shows a very acid reaction, without affecting the pH value. — In 
ri? 
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-fact, some solutions can be diluted as much as 1000 to 1. This is of 
importance in making determinations on very highly colored and tur- 
bid solutions. 

In general, the salt of any weak acid or weak base is a buffer salt. 
There are, therefore, very few solutions which are free from buffer 
action. For example, the phosphates in raw sugar and culture media, 
carbonates in raw water, alum and rosin in paper sizing, etc., have 
buffer action. 

In order to bring out the importance of making pH determina- 
tions rather than determining the total acidity or alkalinity by titra- 
tion, we shall consider a solution of raw sugar, which contains phos- 
phates as well as other buffer compounds. . By the addition of small 
amounts of acid or alkaline materials, the total acidity or alkalinity is 
increased, and this additional acid or alkali is shown by titration. 
Since the solution is highly buffered, however, there will be practically 
no change in the pH value. Since it is the pH of the solution, that is, 
the amount of ionized acid, which determines the amount of inversion 
of cane sugar, the reason for determining the pH rather than the total 
acidity is apparent. The figures given below are actual determina- 
tions which were made on liquors in a sugar refinery: 


Per Cent Acidity Per Cent Alkalinity 
by Titration peeves by Titration ANS 
0.001 6.5 0.001 ha) 
0.010 6.4 0.003 Tce! 
0.005 fa) pe) 
0.005 TO 


In the first pair of figures, the acidity of the second liquor is just 
10 times that of the first one, as determined by titration. The pH 
values of the two are, however, practically the same. In the second 
pair of figures both have an acidity by titration of 0.005 per cent, while 
the pH values show the acidity of the first to be much higher (in fact 
almost 100 times greater) than the second. The third pair of figures 
shows even greater discrepancy. By titration the second solution is 
3 times as alkaline as the first. By pH measurements, however, the 
first is much more alkaline (10 times) than the second. While these 
figures represent measurements on sugar liquors, solutions from other 
processes show similar discrepancies. 
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Unbuffered Solutions—From the above discussion it will bk 
realized that no special precautions are necessary in making pH 
measurements on buffered solutions, since the addition of considerable 
amounts of acid or alkali can be made without affecting their pH value. 

Such is not, however, the case with distilled water or with unbuf- 
fered solutions, especially when their pH value is near the neutral 
point of 7.0. The fact that distilled water is one of the most difficult 
materials to test for pH is frequently overlooked. This is due to the 
fact that it is absolutely devoid of any buffering action, and is thus 
very susceptible to change during the test, for example, by the absorp- 
tion of carbon dioxide, etc. 

Pure distilled water is, of course, free from salts and has a pH value 
of 7.0 at 22° C. However, the reaction of ordinary distilled water is 
always acid, because of the absorption of carbon dioxide. Water 
which has taken up carbon dioxide from the air until equilibrium has 
been established will contain about 9.3 per cent of COz2 by volume, 
and the calculated pH should be 5.7. In fact, this is the value which 
is usually found in distilled water which has been freely exposed to — 
pure air. Water from an efficient automatic still, when stored in 
closed non-soluble glass vessels, will have a pH of 6.0 to 6.4. If this 
water is boiled for a short time in a Pyrex vessel, and the vessel then 
fitted with a soda lime tube, it will usually have a pH of 6.6 to 6.8. 

When it is necessary to make a solution of an unbuffered material 
in order to determine its pH value, the water used should of course be 
as nearly neutral as possible, as any acidity of the water will affect 
the pH of the dissolved material. Water having a pH value of 6.6 
to 6.8 is satisfactory for this work. In making these solutions, the 
proportion of material to water should always be kept the same, so that 
different determinations will be comparable. It is of course equally 
true that the indicator solutions should have a neutral reaction, since — 
any excess acid or alkali will likewise change the pH value of the — 
material. | 

These precautions are particularly important when the pH value 
of the material is near 7.0. Around this point small variations in 
hydrogen-ion concentration, due to absorption of carbon dioxide, etc. . 
have a marked effect on the pH value. This effect is of course much 
less marked when we get below 6.0 or above 8.0. 

In making a test on distilled water or unbuffered solugtngs the 
indicator and the material being tested should always be mixed in the 


— 


MAKING HYDROGEN-ION DETERMINATIONS 205 


est tube by means of a stirring rod, with the minimum of exposure to 
air, and readings should be made at once. If this is done, reliable 
results will be secured with the colorimetric method. In fact, this is 
the only way in which such solutions can be tested for fH, since elec- 
trometric methods are very unreliable when applied to most unbuf- 
. fered solutions. 
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Indicators.—The principle of making ~H measurements is based 
on the fact that various indicators change in color when they are acted 
upon by solutions of different acidities or alkalinities. Litmus paper 
is probably the simplest and best known example of an indicator. Its 
color change is from red to blue. That is, if litmus paper is dipped 
into an acid solution, it turns red. If it turns only slightly red, we 
say the solution is “slightly” acid. If it turns deep red, however, we 
say the solution is “strongly” acid. Similarly, if the paper turns 
blue, we say the solution is “ slightly ” or “ strongly ” alkaline. These 
are very vague and indefinite terms and their meaning varies enor- 
mously, depending largely on the personal opinion of the worker. Thus, 
what is “slightly”? acid to one worker might be considered as 
“strongly ” acid by another, and vice versa. 

In making ~H measurements, we simply substitute definite pH 
values, such as 3.0, 6.0, 6.8, 7.4, 9.6, etc., for the indefinite terms 
“ strongly.” and “ slightly ” acid and alkaline. These pH values can 
be recorded and can be duplicated at any time by the same or dif- 
ferent workers. 

Theoretically, litmus and other test papers can be used for deter- 
mining the pH of a solution. In practical application, however, the 
error is too great. One of the chief reasons for the inaccuracy of litmus 
is that the range is so wide (fH 4.6 to 8.4) that the color changes are 
not distinct. It is practically impossible to tell the difference ’in the 
colors produced by solutions having pH values which differ by 1.0 
~H unit. In fact it has been shown in actual practice that solutions 
which specially prepared litmus indicated to be alkaline were really 
acid and vice versa, when accurate PH measurements were made on the 
same solutions. 

Some other test papers are more sensitive than litmus, but it is 
very doubtful whether differences of less than 0.6 pH can be detected 
by their use. Even this degree of accuracy is seldom obtainable, as it 
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is very difficult to obtain two batches of test paper which will give the 
same readings. Granting that a uniform paper can be obtained, we 
have no standards by which to judge. Thus a shade which would be 
considered as corresponding to a pH value of 6.0 by one worker, might 
be considered as 6.6 by another. Since variations as large as 0.2 pH 
may be of serious consequence, the need for an accurate method is. 
apparent. 

As stated above, litmus is very insensitive, partly because it covers 
such a wide range. In order to make accurate pH determinations it is, 
therefore, necessary to employ indicators with short ranges, so that the 
color changes are more distinct. This means that we need a number of 
indicators to cover the entire pH range 1.2 to 13.6. A complete set 
of indicators, which were developed for just this purpose, are given, 
with their respective pH ranges and color changes, in Table XVI. 
This table should be studied carefully so that the worker is thoroughly 
familiar with the various indicators, for with this knowledge he will 
have no difficulty in understanding the following discussion, 


TABLE XVI 


Name | pH Range Color Change 
Metacresol purple...... neo aes Red — Yellow 
LaMotte yellow.......| 2.6— 4.2 Red -— Yellow 
Bromphenol bless a...) 93.0) =) 4.6 Yellow — Blue 
Bromcresol green...... 4.0- 5.6 Yellow — Blue 
Chlorphenol red....... 2 OG Yellow — Red 
Bromthymol blue. ..... 6.0-— 7.6 Yellow — Blue 
Bhenolivedigeecer once 6.8- 8.4 Yellow — Red 
Cresolitedaen is en 7.2 — 8.8 Yellow — Red 
sEhiyamoleb Wer errs 8.0 - 9.6 Yellow — Blue 
Nitro yellow. > .7 ..2. .... 10.0 — 11.6 | Colorless — Yellow 
Sito orangen eee eer eel O Olea Yellow — Orange 
LaMotte violet........] 12.0 — 13.6 Red — Blue 


The color changes of these indicators are similar to that of litmus. 
For example, litmus is red in an acid solution (pH 4.6) and blue in an 
alkaline solution (pH 8.4). Similarly, chlorphenol red has a yellow 
color at pH 5.2 and a deep red color at pH 6.8; bromthymol blue is 
yellow at pH 6.0 and deep blue at pH 7.6, etc. 

Rough Tests.—If the worker has no idea of the pH value of a 
given solution, it is necessary first to make a rough determination. 
To make the test, fill three or four graduated test tubes to the mal rk 
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(10 cc.) with the solution to be tested. To the first one add 0.5 cc. of 
bromthymol blue indicator solution. This indicator is tried first since 
it has a pH range of 6.0-7.6, and, therefore, covers the neutral point, 
pH 7.0. Hence it is possible by means of this one indicator to deter- 
mine whether the solution being tested is neutral, acid, or alkaline. 
The color change of bromthymol blue is from yellow at 6.0 to a deep 
blue at 7.6. Therefore, if on adding this indicator solution, a color 
intermediate between yellow and deep blue is obtained, the pH of the 
solution lies between 6.0 and 7.6, and it is either neutral or very slightly 
acid or alkaline. In this case no further rough tests are necessary. 

If, however, a yellow color is obtained on adding the bromthymol 
blue indicator solution, the fH of the solution is at least 6.0 and pos- 
sibly lower. ‘This is due to the fact that pH 6.0 is the acid end of the 
range of this indicator. Even if the solution had a pH of 5.0 or 4.0, it 
would still give a yellow color with bromthymol blue. If then a yellow 
color is obtained, 0.5 cc. of the bromcresol green indicator solution, 
which, it will be seen by reference to the table, covers a more acid part 
of the range (pH 4.0-5.6), should be added to the second test tube con- 
taining the solution of unknown pH. The color change for this indi- 
cator is from yellow at pH 4.0 to a deep blue at pH 5.6. If, therefore, 
a color intermediate between yellow and deep blue is obtained in this 
test, the pH of the solution lies between 4.0 and 5.6. 

These two indicators do not cover quite all the values between 4.0 
and 7.6. Thus, if bromcresol green (pH 4.0-5.6) gives a deep blue 
color and bromthymol blue (fH 6.0-7.6) a yellow color, it is apparent 
that the pH of the solution lies around pH 5.6-6.0, that is, within the 
range of chlorphenol red (pH 5.2-6.8). Of course, only one indicator 
should be added to each tube. That is, if bromthymol blue gives a 
yellow color, the bromcresol green must always be added to a fresh 
tube. If a yellow color is obtained with bromcresol green, the test 
_ should be repeated, using bromphenol blue which covers a still more 
acid part of the range, pH 3.0-4.6, etc. 

If, on the other hand, on adding bromthymol blue indicator solu- 
tion in the first test, a deep blue color was obtained, the solution is 
alkaline and has a pH value of at least 7.6 and possibly higher. The 
test should then be repeated using thymol blue, which covers a more 
alkaline part of the range, pH 8.0-9.6. 

This procedure must, of course, be followed in determining the 
range required for any specific work, that is, a rough test must be made 
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on solutions from all steps of the process, in order to determine what 
equipment should be purchased. 

Accurate Measurements.—Let us assume that in the first rough test, 
that is, the one in which bromthymol blue indicator solution was added 
to the solution in the test tube, a color intermediate between yellow 
and deep blue was obtained. This would show that the pH of the 
solution lies between 6.0 and 7.6, It is now a question of determining 
the exact pH value. For this purpose a set of bromthymol blue color 
standards and some form of comparator are required.’ A set of Brom- 
thymol Blue Color Standards consists of 9 standard tubes and one tube 
of distilled water, as shown in Fig. 43. 

The color standards for bromthymol blue are simply 9 tubes, con- 
taining 10 cc. of solutions of definite pH value, that is 6.0, 6.2, 6.4, 
6.6, 6.8, 7.0, 7.2, 7.4 and 
7.6, to each of which 0.5 
cc. of bromthymol blue 
indicator solution has 
been added. It is seen 
that these standards are _ 
made up in exactly the 
same manner in which 
the test was made, except Fic. 43.—Bromthymol Blue Color Standards. 
that solutions of definite 
pH values were used. These color standards can be purchased 
and it is, therefore, not necessary or advisable for the worker to 
make them up for himself. 

The g tubes are labeled with the pH values of the various solu- 
tions which they contain. The tube marked pH 6.0 will have a yellow 
color and that marked pH 7.6 a deep blue color. The intermediate 
tubes, which are marked 6.2, 6.4, 6.6, etc., will have colors intermediate 
between yellow and blue. 

All that.is now necessary is to match the test sample with the 
standards. When a match is obtained, the pH value of the solution is 
read off directly from the standard with which it matches. 

If the rough test had shown the fH of the solution to lie between 
5.2 and 6.8, a tube of the unknown, to which chlorphenol red indi- 
cator solution has been added, must of course be compared with a set 
of chlorphenol red color standards. These are similar to the brom- 
thymol blue standards. Thus the tube marked pH 5.2 has a yellow 
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color and that marked pH 6.8 has a deep red color. The intermediate 
tubes have colors intermediate between yellow andred. Analogously, 
if the pH of the solution were found to be between 4.0 and 5.6, the tube 
to which the bromcresol green indicator solution was added must be 
compared with the bromcresol green color standards, etc. 

It will be seen above that the ranges of the various indicators 
overlap. That is, bromthymol blue covers the range pH 6.0 to 7.6 
and chlorphenol red the range pH 5.2 to 6.8. The values 6.0 to 6.8 
are thus common to both indicators. It is, therefore, clear that if the 
~H value of the solution which is being tested lies between 6.0 and 6.8, 
determinations can be made with both indicators. That is, the sample 
to which the bromthymol blue indicator solution is added is com- 
pared with the bromthymol blue color standards, and the one to 
which the chlorphenol red is added is compared with the chlorphenol 
red color standards. As almost all of the indicators overlap, it is 
usually possible to make determinations with two indicators and thus 
check results. 

The worker should, however, be warned against possible errors due 
to matching against the color standard on either end of any given set. 
Thus, a test sample may match the bromthymol blue standard pH 
7.6 and yet have a much higher pH value, due to the fact that pH 7.6 
is to the end of the range of bromthymol blue. In such a case the 
test should be repeated using phenol red. 

After a few actual determinations have been made the above pro- 
cedure will be found to be very quick and simple. In fact the worker 
will quickly learn by experience which indicator should be used in 
each step of a process and can therefore make the comparison directly, 
without first making the rough test. 

Then, too, it is not always necessary to determine the exact pH of a 
solution. For example, suppose a solution is to be kept at a fH of 7.8. 
By adding 0.5 cc. of phenol red indicator solution to a 10 cc. sample in 
one of the graduated test tubes, and comparing it with the phenol red 
color standard, pH 7.8, it can be determined whether the solution is 
at the correct point, pH 7.8, or whether the pH is too high or too low. If 
the color obtained in the test sample is a lighter red than the 7.8 stand- 
ard, the pH istoolow. Therefore alkali must be added until another 
test gives a match with the 7.8 standard. If, on the other hand, the 
color obtained is a darker red than the 7.8 standard, the pH is too high, 
and acid must be added to bring the solution back to the desired pH. 
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Procedure for using the LaMotte Block Comparator.—It is first neces- 
sary to make a rough determination of the pH of the solution to be 
tested, by the procedure given above. Let us assume that this test has 
shown the fH of the solution to lie within the range of bromthymol 
blue, pH  6.0-7:6seemeDock 
Comparator, Fig. 44, contain- 
ing bromthymol blue color 
standards would therefore be 
required to make an accurate 
measurement. 

First, remove the top of the 
case and use it as a comparator 
block. The six holes back of 
the slotsin the side of this block 
will be designated as B, A, C 
and £, D, F respectively, as 
shown in Fig. 45. 

Fill three of the graduated 
test tubes to the mark (10 cc.) with the liquid to be tested and place 
them in the holes marked B, A and C. To the middle tube (A) add 
0.5 cc. of bromthymol blue indicator solution from the bottle, by means 
of the graduated pipette and nipple, andshake the contents thoroughly. 
Place the tube of distilled water in the hole marked D, and two of the 
color standards, differing by only 0.2 B A Cc 
pH, for example 6.8 and 7.0, in the two 
holes H and F. Look through the three 
pairs of tubes, holding them toward the @ e @ 
light, and changing the color standards 
if necessary, until the central pair of ab) Gq e) 
tubes exactly matches either of the 
other pairs, or until the color through 
the central pair lies between the colors of 
the pairs on either side. Always make 
sure that the standards placed on either side of the ampoule of dis- 
tilled water differ by only 0.2 pH, that is, 6.8 and 7.0, and 7.2, etc. If 
an exact match is obtained, the pH of the solution is read off directly 
from the standard with which the match is obtained. If, however, 
the color of the central pair of tubes lies between the colors of the pairs 
on either side, the pH value is taken as the average of the two, For 


Fic. 44, 


E D A F 
Fic. 45. — 
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example, if it lies between 6.8 and 7.0, the value is taken as 6.9. The 
piece of etched glass which is placed over the slots on one side of the 
block is a great aid in making accurate measurements, as it eliminates 
the reflection of outside objects in the tubes. The block should 
be held so that the etched glass is on the side facing the source of 
light. 

If it had been found, by the first rough test, that the pH of the solu- 
tion lay between pH 5.2 and 6.8, the determination would of course be 
made in an exactly similar manner, using a Block Comparator con- 
taining chlorophenol red color standards and indicator solution. 

As has been shown on page 209, since the pH ranges of practically 
all of the indicators overlap, it is usually possible to make determina- 
tions on a given sample with two different indicators and thus check 
the results obtained. 

The reason for the special arrangement of the tubes in the com- 
parator block, as illustrated in Fig. 45, is to eliminate any effects of 
color or turbidity in the sample which is being tested. For example, 
suppose that we are testing a green solution. We shall designate this 
green solution by G, water by W and the indicator solution by J. 
Referring to Fig. 46, the contents of the test tubes and color standards 
are represented as follows, the various tubes being indicated by the 
same letters which are used in Fig. 45. 

To make this clear, the color standards may be considered as made 
up of water and indicator solution. They do of course contain solu- 
tions of salts to give them definite pH 
values, as described under “‘ Color Stand- 
ards,” but, since the solutions of salts 
from which they are made are clear and (c) ) (c) 
colorless, they may be considered as 
made up of only these two materials. G (w) a 

It will be seen from Fig. 46 that ~ 
each pair of tubes(B and E, A and 
D, C and F) contains the green 
solution G, indicator solution J and 
water W, the only difference being that the indicator solution has been 
added to the green solution in the central test tube, instead of to the 
distilled water tube which is placed in front of it. The final combina- 
tion is, however, the same in all pairs. It is therefore apparent that, 
when the proper color standards have been inserted, an exact match 


B A Cc 
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must be obtained, since the observer is looking through exactly the 
same materials in each pair of tubes. 

It is also apparent that, in making the first rough tests to determine 
the approximate fH value, the color or turbidity of the solution may 
obscure the true color of the indicator. Thus, in testing the green 
solutions of nickel salts with bromcresol purple, which is the indicator 
that is used in regulating the acidity of nickel electroplating baths, the 
green color of the solution, of course, affects the color of the bromcresol 
purple indicator solution. In the first tests which are made it is, there- 
fore, sometimes necessary to make an actual determination with the 
color standards in order to determine which indicator covers the range 
of the solution which is being tested. After a few measurements, how- 
ever, the worker learns to recognize the characteristic colors which are 
given by the various indicators in his specific solution, and can easily 
tell the standards with which comparison should be made. 

Unless the solution is so dark or turbid that light will not pass 
through it, the pH can be determined directly by means of the Block 
Comparators. Most solutions which are so highly colored or turbid 
are, however, highly buffered, which means that they can be diluted 
without changing their pH value. In this way the color or turbidity 
can be decreased to such an extent that accurate readings can be 
made. In fact, color and turbidity can often be practically eliminated. 

Since solutions of this sort are met with from time to time, it is 
worth while to outline a procedure for determining how far a given 
solution can be safely diluted. As a rough test, place 20 cc. of the 
material to be tested in each of four beakers. To the first add 20 cc. of 
distilled water, to the second 50 cc., to the third 100 cc., and to the 
fourth 400 cc. Mix each thoroughly and determine the pH value of 
each. If all give the same value, dilution to this extent, that is, 20 to 
400 or 1 to 20, is allowable. In this case even greater dilutions may be 
tried, as some materials may be diluted as much as 1 to 1000 without 
changing the pH to any appreciable extent. = 

If, however, it is found that dilutions of 20 to 20, 20 to 50 and 20 to 
100 give the same PH value, but the dilution 20 to 400 gives a different 
value, a few more mixtures should be made, such as 20 to 200 and 20 to 
300, in order to determine the largest allowable dilution. After this 
point is once determined for a given material this dilution can be used 
in future determinations. It is, however, safest to adopt as standard a 
dilution which is somewhat below the upper limit. 
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This same principle holds true in making determinations on solid 
materials. Such materials should be broken up or ground as finely 
as possible, and then dissolved or suspended in varying amounts of dis- 
tilled water, for example 1 to 2, 1 to 5, 1 to 10, 1 to 25, 1 to 50, etc. 
After allowing sufficient time for complete solution or extraction, pH 
determinations should be made and the results interpreted as outlined 
above for colored and turbid solutions. 

Although the pH of an unbuffered solution does change with dilu- 
tion, by always using the same proportions of the material and distilled 
water, for example, 1 to 10 or 1 to 20, a working value may be obtained, 
which is just as satisfactory for control work as if it were the real pH of 
the material. In such cases the distilled water used should, of course, 
have the same fH value in all determinations. The precautions to be 
observed in making measurements on unbuffered solutions have been 
given on page 204. 

The Block Comparator is recommended for use where it is desired 
to cover only a short range, for example, that of one indicator, such as 
_ bromthymol blue. It’is also useful for field work where it is necessary 
to cover a wider range. 
Three or four Block 
Comparators can easily 
be carried in a hand bag 
and furnish all the equip- 
ment necessary for mak- 
ing tests. More conveni- 
ent equipment is available 
for work which requires 
the use of more than one 
indicator 

LaMotte Hydrogen-Ion 
Testing Set.?—Figure 47. 


The development of this Frc. 47.—LaMotte MHydrogen-Ion Testing Set 
(Model 5B). A single test can be made in a few 
complete, portable out- 


. . seconds. Only one drop of material is needed for a 
fit for the colorimetric test. Results are accurate to 0.1 pH, 


determination of hydro- 
gen-ion concentration, according to the method of Brown, * has revolu- 


3 These sets are made in three sizes. They may be obtained from the LaMotte Chemi- 
cal Products Co., Baltimore, Md. 
4J. H. Brown, J. Lab. Clin. Med., 9, 239 (1924). 
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tionized pH determinations in general bacteriological, biological 
and pathological, as well as general research and industrial work. 
Although this set was designed primarily for use where only small 
amounts are available for the test, its many advantages recommend 
its use in innumerable other cases, even though the material to be 
tested is plentiful. Actual practice has shown this method to be 
ideally suited for work with culture media, serums, urine, feces, gastric 
and duodenal contents, muscle juice, tissue extracts, milk, fruit juices, 
all other plant and animal secretions and extracts, clays, and innumer- 
able other materials. 

Recent work has demonstrated the special advantages of this 
equipment for sewage work, the testing of milk, control in the manu- 
facture of milk products, such as acidophilus and buttermilk, cheese, 
ice cream, etc. 

Procedure.—It is, of course, first necessary to determine the 
indicator whose range covers the pH value of the sample which is 
being tested. The procedure is exactly similar to that given above, 
except that the glass cells are used instead of test tubes. For example, 
place several of the cells on the plate and fill them with the material 
which it is desired to test. Add a drop of the bromthymol blue indi- 
cator solution to the first cell by means of the pipette and nipple. 
This will tell whether the material is neutral, acid, or alkaline. If it 
proves to be as acid as pH 6.0, that is, if a yellow color is obtained with 
bromthymol blue, add a drop of methyl red to the second cell, etc., 
until the proper indicator is determined. 

Let us assume that the pH of the sample being tested is within the 
range of chlorphenol red, that is, between pH 5.2 and 6.8. Nine of the 
small glass cells, shown in the vials, in the right-hand side of the case, 
are placed on the opal glass plate, directly under the 9 etched numbers 
covering the range of chlorphenol red, 5.2-6.8. These cells are then 
filled with the corresponding buffer mixtures from the etched vials, by 
means of the pipettes and nipples. One drop of the chlorphenol red 
indicator solution is then added to each of these cells of buffer mixture, 
care being taken to hold the pipettes vertically, so that drops of the 
same size are placed in each cell. Since the indicators are in alcoholic 
solution, instant mixing takes place. This set of 9 cells then consti- 
tutes the color standards, and it will be seen that they are similar to the 
color standards which are used with the Block Comparator, except 
that they are made up in cells instead of ampoules. When once set up, 
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the color standards in the cells may be used for all determinations made 
during the day; the cells must however, be kept level full by adding a 
drop of distilled water from the vial from time to time, to replace that 
lost by evaporation. 

The material to be tested is then placed in another cell, below the 
row of standards, and a drop of the same indicator solution added. 
By sliding this cell along the plate, by means of the tweezers or the 
platinum loop, its color can be matched with the proper standard cell 
and the pH value read off directly. Measurements made with these sets 
have been shown to check with extreme accuracy those made on the 
same solutions by means of the hydrogen electrode. 

All cells should be filled so that the surface is level, that is, neither 
concave nor convex, since this eliminates shadows and makes the color 
uniform throughout. 

It is apparent that unless the material being tested is practically 
clear and colorless, an exact match with the standards cannot be 
obtained, as the color or turbidity of the unknown would affect the 
color of the indicator when it is added. It is fortunately true, how- 
ever, that practically all of the materials in which bacteriologists, 
pathologists, biologists, etc., are interested, are highly buffered. It 
is therefore clear that the PH would not be changed by dilution with 
distilled water. 

This makes it possible to make a determination with an extremely 
small amount of material. For example, a drop from one of the sam- 
pling pipettes or a loopful of the material is placed in one of the small 
cells, and the cell is then filled with distilled water from the vial. Dilu- 
tion to this extent does not change the pH value, but does eliminate 
any effects of color or turbidity, so that an accurate match can be 
obtained. 

The degree to which a material can be diluted has been discussed 
under the ‘‘ Block Comparator,” page 212, and it is advisable for those 
who are not familiar with this matter to read the discussion given 
there. 

In case the material to be tested is not highly buffered, as with 
water, the cell should be filled with the material. If, however, the 
unbuffered material is highly colored or turbid, the Block Com- . 
parator should be used for making determinations. 

The fact that the ranges of the indicators overlap, as shown by 
Table XVI on page 206, makes it possible to check determinations with 
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two indicators. Thus, if a material which is being tested has a pH value 
between 6.0 and 6.8, it can be measured with both chlorphenol red 
(pH 5.2-6.8) and bromthymol blue (pH 6.0-7.6), etc. This gives 
excellent facilities for proving the accuracy of the method. 


Some Applications of Hydrogen-ion Control. 


1. Acid zinc plating. 

2. Bacteriological work. 

3. Candy. 

4. Canning of food products. 


Vor detailed data on the fH value of various food products and other valuable 


information, see Bulletin No. 17-L. Research Laboratory, National Canners’ 
Association. 


i) 


. Bohn and Martz, Cereal Chemistry, Vol. III, No. 2, page 183. 


5. Chemical analysis. 
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Dyes and pigments. 
Fermentation. 


Flour, dough and bread. 
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Gardening and farming. 
Gelatin and glue. 
General chemicals. 
Industrial wastes. 

Milk and milk products. 
Electroplating. 

Paper manufacture. 
Pathological work. 
Pharmaceuticals. 
Sewage disposals. 
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For detailed information, see Proceedings of the Eleventh Annual Meeting of the New 
Jersey Sewage Works Association, 1926, and Wilson, J. Ind. Eng. Chem., 18, 406 (1921); 
ibid., 14, 128 (1922); ibid., 15, 956 (1923). 
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Sugar manufacture and refining. 


For detailed information on the importance of fH control in sugar manufacture and 
refining, see the excellent article of Blowski and Holven, Ind. Eng. Chem., 17, 1263 
(1925); or The Planter for March 6, 1926, p. 188. 
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Tanning of leather. 
Water purification. 
Cleaning and laundry processes. 


CHAPTER XX 


IRON 
DETERMINATION OF IRON AS THE SULFOCYANATE (THIOCYANATE) 


METHOD OF STOKES AND CAIN+ 


Tuts method is based upon the formation of ferric sulfocyanate 
when a sulfocyanate solution is added to a solution containing ferric 
ions. The intensity of the color of ferric sulfocyanate, although very 
great, is extremely dependent upon the composition of the solution and 
is by no means proportional to the concentration. The red color is 
due to the undissociated salt and to its double compounds, the ionized 
salt being colorless. The salt is, further, very prone to hydrolysis. 
Many substances interfere markedly with the reaction, notably fluor- 
ides, phosphates, arsenates, oxalates, citrates, tartrates, iodates, and 
to a less but still marked degree acetates and sulfates, the action of 
some of these being so strong that it is impossible to get the color even 
with considerable quantities of iron. In short, the intensity of the 
color is so influenced by the nature and concentration of the sub- 
stances present that unless the test solution and the standard solution 
with which it is compared have identical composition and concentra- 
tion, results varying many hundred or even thousand per cent from the 
iruth may be obtained. 

Thompson? was the first to propose the direct determination of 
iron by the color of the sulfocyanate in aqueous sclution, but this 
method can only be used when it is possible to have the sample and 
standard solutions identical. Tatlock® greatly improved the method 
by extracting the ferric sulfocyanate with ether and comparing the 

1H. N. Stokes and J. R. Cain, J. Am. Chem. Soc., 29, 409 (1907); ibid., 29, 443. In 
writing this method the author was aided by Mr. J. R. Cain, who very kindly furnished 
an outline of what to reproduce from the work of Stokes and Cain, 

2 J. Chem. Soc., 47, 493 (1885). 


3 J. Soc. Chem. Ind., 6, 276, 352 (1887), based on Natanson’s [Ann. 180, 246 (1864)] 
observation that the reaction is more sensitive when ether is used as solvent. : 
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color with ethereal layers of the same volume and _ thickness con- 
taining known amounts of iron.. The extraction, however, is never 
complete, and the less so, the more interfering substances are present. 
The method was improved and given a somewhat wider scope by 
Lunge and von Keler,+ but there are a number of features of their 
method which are not satisfactory. 

Stokes and Cain attribute the abnormal behavior of the color of the 
ether solution to the presence of peroxides. The color of the solution 
in ether that has been freed from peroxides by shaking with ferrous 
sulfate solution is pure pink or rose from the start; if, however, a drop 
of hydrogen peroxide be added, the solution’ becomes a dirty yellowish 
pink, which becomes pure after a time, with deposition of a yellowish 
solid between the two layers. This is probably pseudosulfocyanogen, 
which is formed by the action of the peroxide in the isodisulfocyanic 
acid which is present. (Note 1.) 

The fact that ether gave discolored solutions led Stokes and Cain to 
try other solvents. Of these, amy] alcohol proved to be the most satis- 
' factory, giving a perfectly pure color from the start, and being a decid- 
edly better solvent than ether for ferric sulfocyanate. A rather crude 
experiment with an intensely colored aqueous solution of ferric sul- 
focyanate, with excess of ammonium sulfocyanate and hydrochloric 
acid showed that ether left 3.7 times as much iron as was left by an 
equal volume of amyl alcohol. The relative efficiency doubtless 
varies with the composition of the solution, but the above figures show 
the decided superiority of amyl alcohol. Although Stokes and Cain 
later discovered a method of inhibiting the discoloring action of 
peroxides on sulfocyanates, they retained the use of amyl alcohol on 
account of its better solvent action, mixing it, however, with a certain 
proportion of ether. Amy] alcohol is somewhat too viscous to allow 
rapid separation. When mercuric sulfocyanate reagent is used, ether 
is a relatively still poorer solvent for ferric sulfocyanate and under 
certain conditions has the unusual property of forming three layers, 
the iron being mostly concentrated in the middle layer. These - 
objectionable features are entirely obviated by using a mixture of 5 
volumes amyl alcohol with 2 volumes ether, and it is this mixture 
which is meant whenever the amylic layer is spoken of below. 

Stokes and Cain have shown that traces of iron cannot be accu- 


47. angew. Chem., 1894, 670; 1896, 3; Lunge, Chem. techn. Untersuchungsmethoden 
Ste Aufl., 1, 385. 
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rately determined in the presence of large quantities of salts and have 
worked out methods of concentrating the iron into a small bulk, prac- 
tically free from interfering substances. These methods are described 
below. They also replaced ammonium sulfocyanate by free sulfo- 
cyanic acid, which may easily be prepared iron-free in a few minutes, 
and which serves as a solvent for the concentrated iron solution. This 
gives a solution of iron in a great excess of free sulfocyanic acid, prac- 
tically free from other substances, and thus in the most favorable con- 
dition for the complete conversion of the iron into undissociated 
ferric sulfocyanate. In order to prevent the gradual bleaching of the 
solution of ferric sulfocyanate and to avoid the necessity of previously 
oxidizing ferrous iron, a few milligrams of pure potassium persulfate are 
added to sample and standard solution. The persulfate also oxidizes 
sulfocyanic acid but this action is totally inhibited by adding to the 
acid enough mercuric sulfocyanate to form the double salt, 
Hg(SCN)2:2HSCN. (Note 2.) 


Reagents. 


1. Standard iron solution. 0.863 gram ferric ammonium alum and 
5 cc. concentrated sulfuric acid are dissolved to 1 liter. The solution, 
which contains 0.1 gram of iron per liter, may be kept indefinitely. For 
use 5 cc. are diluted to 100 cc., giving a solution of which 1 cc. contains 
0.005 mg. iron. As the dilute solution hydrolyzes and deposits iron 
on the glass, it should be prepared fresh every day, and it is impor- 
tant that the measuring flask and burettes should be washed out with 
hydrochloric acid before using. Since persulfate is used in the cylin- 
ders the standard solution may equally well be made with the equiva- 
lent amount of ferrous ammonium sulfate, 0.702 gram per liter. 

2. Mercuric sulfocyanate. The commercial article which is pre- 
pared from the nitrate and which comes as a white or yellowish powder 
is not to be depended upon. It is better to prepare it by pouring a hot 
solution of the purest mercuric chloride (1 mole) into a solution of the 
purest ammonium sulfocyanate (1 mole). On cooling, the sulfocyanate 
separates out in the form of needles, which are washed with cold water. 
In this case it is necessary to use twice the theoretical amount of mer- 
curic chloride, otherwise no crystals are obtained. The excess of mer- 
cury is easily recovered by precipitation with aluminum scraps. The 
product is not entirely free from the double chlorine compound, but 
this exerts no prejudicial effect. While the yield from the nitrate is 
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better it contains some nittate, which is undesirable because of its 
oxidizing action on sulfocyanic acid and, moreover, the nitrate is not 
as easily obtained free from iron. 

3. Sulfocyanic acid. One hundred parts coarsely powdered ammo- 
nium sulfocyanate, which need not be free from iron, are dissolved in a 
stoppered graduated cylinder in a cool mixture of 65 parts by weight of 
concentrated sulfuric acid with 100 parts water. These correspond 
approximately to the equation Sch J “aA 


t 


3 HSCA = Ki ol 
2NH4SCN + H2SO4 = (NHs)2SO4 + 2HCN. ae 


There is a marked fall of temperature. After the volume has been 
noted, the solution is transferred without delay to a separating funnel 
and shaken out once with three-fourths its volume of amyl alcohol. 
We here notice the peculiar phenomenon that iron, if present, remains 
entirely in the acid layer, which is usually colored pink, while the 
amylic layer is colorless.. In order to obtain this result, however, it is 
necessary to adhere to the proportions given. If a more concentrated 
‘acid is used, there is considerable decomposition of the sulfocyanic 
acid, while, if as much as an equal volume of amy] alcohol be employed, 
some of the iron passes over into the latter. The amylic solution, 
which is found by titration with silver nitrate to contain 20-21 per 
cent sulfocyanic acid, is unstable and soon becomes yellow, with ulti- 
mate deposition of isopersulfocyanic acid. It is, therefore, at once 
shaken out twice with an equal volume of water. Sulfocyanic acid 
distributes itself about equally between water and amyl alcohol; 
the first aqueous extract, therefore, contains about 10 per cent, and 
the second 5 per cent, or the united extracts about 7.5 per cent, while 
the amyl alcohol retains about 5 per cent, in which concentration it is 
relatively stable and may be kept or used for making a weaker aqueous 
acid; it gradually turns yellow from formation of isopersulfocyanic 
acid, but this is entirely retained on extraction with water. 

4. Sulfocyanic acid reagent. Seven per cent aqueous sulfocyanic 
acid freshly prepared as directed above is at once saturated with mer- 
curic sulfocyanate, somewhat more of the latter than is required to 
form the compound Hg(SCN)2-2HSCN being used, and the excess 
being left in the bottle. If treated with a small quantity of potassium 
persulfate the reagent should not impart the least yellow color to amyl 

alcohol, even after several hours. A slight trace of iron is occasion- . 
ally observed, which comes from an impure mercuric salt. Small 
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amounts of this are of no significance in quantitative tests, as equal 
quantities of the reagent are used in each cylinder. The reagent 
appears to keep indefinitely, but in hot weather it is well to keep it ina 
cool dark place when not constantly in use. 

5. Potassium persulfate. This is easily obtained free from iron by 
a single recrystallization, the hot concentrated solution being filtered 
and the crystals washed with a little cold water and carefully protected 
from dust. 

6. Amyl alcohol and ether. A good grade of iso-amyl alcohol, 
such as that sold by Kahlbaum, is sufficiently pure; it need not be free 
from pyridine. Five volumes are mixed with 2 volumes of good ether 
(such as Kahlbaum’s 0.720). Since the discoloring action of the 
peroxides on sulfocyanic acid is entirely prevented by the use of mer- 
curic sulfocyanate, no special purification is necessary. 

Apparatus and Reagents Used in Concentrating.—Only the best 
ashless filters should be used, and as even these often contain very 
appreciable quantities of iron they must be moistened in the funnel 
with 1: 1 hydrochloric acid, allowed to stand at least fifteen minutes, 
and then washed with water to which a few drops of ammonia are 
finally added. Only Pyrex, Jena, Nonsol, or silica beakers or dishes, or 
platinum dishes should be used. For operations requiring long heat- 
ing, or when sodium hydroxide is used, platinum is employed. Small 
pipettes are used for transferring the reagents from the bottles, and 
pouring should never be resorted to, as the lips of bottles are almost 
invariably dirty. 

Reagents which are used in large amounts must be specially freed 
from iron; Stokes and Cain have therefore limited these to the smallest 
possible number and to those easily purified. Reagents that are used 
in very small amounts need not be specially purified, provided the 
amount of iron present is insufficient to affect the results. 

Ammonia.—As even the best C. P. ammonia contains notable 
amounts of iron, it must always be redistilled. The washed ammonia 
gas is conducted into a cooled ceresine lined bottle containing water, 
in which it is kept. Only the best white ceresine should be used and 
care taken to coat the bottle uniformly up to, but not into, the neck. 

Hydrochloric Acid.—The best C. P. hydrochloric acid invariably 
contains iron; therefore, always use carefully washed hydrochloric 
acid gas, prepared by dropping pure concentrated sulfuric acid upon 
pure ammonium chloride or concentrated hydrochloric acid. Rubber 
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tubing should be avoided as much as possible, and that which is neces- 
sary should be washed out with acid. When practicable, the gas is 
conducted directly into the solution; when aqueous acid is required 
it should be freshly prepared. 

Hydrogen Sulfide.—The use of hydrogen sulfide made directly from 
iron sulfide is inadmissible and may lead to gross errors. The gas is 
prepared by dropping acid into a sodium sulfhydrate solution. A 
stock solution of this is made by saturating 33 per cent sodium hydrox- 
ide with hydrogen sulfide and diluting four or five times before using. 

Ammonium Sulfide.—In general, the sulfhydrate is used and is 
always freshly prepared by saturating redistilled ammonia with 
hydrogen sulfide prepared as above. 

Bromine Water.—This reagent is used to oxidize arsenious and anti- 
monious oxides and to dissolve metals. As iron-free bromine and 
bromine water, kept in glass vessels, rapidly become contaminated 
with iron, the bromine water should be prepared as needed by drawing 
out a clean test tube so as to form a small retort, sucking in 2 or 3 cc. 
bromine by alternate warming and cooling, and distilling it over into 
water. 

-Nitric Acid—When more than 1 or 2 cc. is required, it should be 
redistilled from a small test-tube retort into a test tube placed in 
a beaker of water. 

Potassium Permanganate.—A 1 per cent solution of the best C. P. 
grade is used. It furnishes the manganese dioxide used as collector 
for ferric hydroxide, and at the same time serves to oxidize traces of 
organic matter which might hold it in solution. If not sufficiently free 
from iron, it may be purified by a manganese concentration. 

Cadmium Sulfate and Chloride.—These salts are used to supply 
the cadmium sulfide which serves as collector for iron sulfide, the 
chloride being used when barium, strontium, or calcium salts are pres- 
ent. A one-fourth molecular stock solution is made, and freed from 
iron by making a manganese precipitation as described below. The 
presence of a slight excess of permanganate in the solution has no 
prejudicial influence. 

Sulfurous Acid, Ammonium Sulfite, Sodium or Ammonium For- 
mate in 1 Per Cent Solution and Alcohol are used in small quantities 
to reduce permanganate to manganese dioxide. They need not be 
specially purified. 

Sodium Potassium Tartrate is used to hold up alumina or chromic 
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oxide in concentrating iron from their salts. A 20 per cent stock solu- 
tion is made and freed from iron by a cadmium sulfide precipitation 
as described on page 232. The alkaline solution should be neutral- 
ized to prevent its action on the glass. 

Sodium Hydroxide is used in special cases and its 5 per cent solu- 
tion must be freed from iron by a manganese concentration. It 
should be freshly purified unless kept in platinum bottles. 

The Colorimeter.—The use of the more elaborate and costly 
colorimeters, with lenses and prisms, is unnecessary, as the accuracy 
attained by the apparatus described below is quite sufficient, consider- 
ing the minute amounts dealt with, and the unavoidable errors in- 
volved in the methods of concentration and in working with traces of a 
substance so universally distributed as iron. Moreover, none of the 
instruments commonly in use enables one to employ an extracting 
liquid, as is done in the method of Stokes and Cain. 

Instead of graduated cylinders of equal diameters, provided with 
stoppers for the purpose of shaking, ordinary test tubes about 20 cm. 
long and 24-25 mm. diameter are used. These are carefully selected 
in pairs, with the aid of calipers. The cross-sections must be as nearly 
circular as possible and the diameters of the tubes in a pair should not 
differ by more than 0.1 mm. at corresponding heights, which would 
give a difference of 0.4 per cent in their readings. Each pair should be 
carefully numbered and for ordinary purposes one or two pairs are suf- 
ficient. The mixing of the liquids is very effectively accomplished by 


stirrers, one of which is provided for each tube. The stirrer consists of a 


thin glass rod, bent as shown in Fig. 48 (a), into the lower end of which 
is fused a short platinum wire, attached to a circular disk of platinum, 
slit radially and bent into the form of a propeller. When not in use the 
stirrer hangs from the edge of the test tube. It is essential to its proper 
functioning that the rod when not in use shall hang close to the side 
of the tube, so as not to interfere with vision; that the platinum disk 
shall almost, but not quite, touch the bottom, and that it shall work 
up and down easily. To exclude dust and prevent evaporation, it is 
well to provide each tube with a heavy, loosely fitting brass cap, per- 
forated to admit the tip of the burette and provided with a radial slit 
through which the stirrer may pass (Fig. 48 (6), A and B). 

In comparing the colors in the two cylinders it is necessary to look 
through them horizontally, and in order to avoid the effect of the cur- 
vature of the glass and of reflection from the inside of the tubes, they 
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are surrounded by black mantles through which vertical slits are cut on 
exactly opposite sides. The slits have a height of about 13 cm. anda 
width of 3 cm. in the side towards the observer and 1 cm. on the oppo- 
site side. Notwithstanding the curvature of the glass, slits of this 
width give a field of practically equal intensity, owing to the refractive 
action of the liquid. The mantle may be made by rolling thick black 
paper around the tube, and pasting the edges so that the mantle may 


(d) 
Test tube in 
position 
Vi <n 


Section at AA 


Fic. 48.—Stokes and Cain Colorimeter for Iron. 


slip easily over the glass and yet retain its position through ‘friction. 
Care must be taken that the centers of the slits are exactly opposite, 
which can be determined by marking the position with the calipers. 
The two cylinders are mounted in vertical position, as near together 
as possible, in some form of dark box, such as is used in colorimetric 
work. Two 10-cc. glass stopcock burettes, carrying the standard 
iron solution are so mounted that their tips project into the cylinders. 
In reading, look against a uniformly illuminated vertical sheet of white 
paper, placed at an angle of about 45° with a window, the degree of the 
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illumination being regulated by the angle. As there is generally a 
marked difference in the color sensitiveness of the two eyes, it is neces- 
sary, in comparing, to shield or close one eye, the other being opposite 
the center of the instrument. Stokes and Cain observed that in the 
great majority of persons, the left eye is more sensitive to red, unless 
wearied. When much work involving the use of an extracting liquid 
is to be done, it is convenient to have the mantles made of brass 
instead of paper and to provide them with springs which will easily 
hold the cylinders in place, and to mount them side by side in a per- 
manent base. 

Mantles.—The two mantles are identical in every respect. ‘They 
are made of 30 mm. brass tubing, of about ? mm. thickness, giving an 
internal diameter of about 28; mm. The total height is 20 cm. 
(Figs. 48(c) and 48(e) and sections Fig. 48(d)). 

Slits—Two pairs of slits are provided, for greater convenience in 
reading with varying volumes of liquid. Their length is 30 mm., the 
width on one side is 5 mm., on the other 10:mm. The opposite slits 
must exactly correspond in position and especial care should be taken 
that their centers are exactly opposite with respect to the axis of the 
tube; the edges are cut parallel and sharp, not rounded or beveled. 

Collars.—Each mantle has two thin brass sliding collars, of slit 
tubing, 35 mm. high, the object of which is to close or vary the height 
of the slits. They are lined inside with black paper and must slide 
easily. 

Guide Points.—Each mantle has 6 pairs of these, at equal distances, 
as indicated. Their object is to hold the cylinder exactly parallel to 
the axis of the mantle; it is therefore essential that they shall be 
exactly in line, parallel to the axis of the mantle, that they shall project 
into the tube exactly to the same distance, viz., about 14 mm., and that 
they shall have sharp edges or points, not rounded or flat heads. They 
are made by inserting brass pins or pegs through the wall of the 
mantle. 

Springs.—These are intended to hold the cylinder in place against 
the guide points, and therefore parallel to the axis of the mantle. They 
are made in pairs, as indicated in Fig. 48, by cutting and bending 
in a portion of the tube, and should hold a 25 mm. test tube filled with 
water firmly enough to stay in place, yet so that it can easily be shoved 
up or down with one hand. 

Mounting.—Each mantle is supported in a socket, such as is used for 
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microscope eyepieces, which is mounted on a brass plate 15 cm. * 10 
cm. and not less than 4 mm. thick, provided at one end with a handle 
for lifting. ‘The mantles must turn easily in the sockets with one hand, 
and when mounted must be parallel and 5 mm. apart. 

Finish.—The whole instrument, except the inside of the sockets, 
and the portion of the mantles inside them, is coated dull black, within 
and without. 

In using the instrument, the narrow slit is turned towards the 
observer. In order to prevent reflection from the surface of the glass, 
the mantles are shielded by surrounding them with a box, made of 
thick black paper, open at top and bottom, 20 cm. high, 10 cm. deep 
and 74 cm. wide. In the front of this are cut two openings 4 cm. 
square, at heights corresponding to the slits; in the back at the same 
height are two pairs of openings 4 cm. high and 14 cm. wide, exactly 
coinciding with the slits in the mantles. When the shield is in place, 
the rear openings should be invisible from the front. It is also desir- 
able to have the two burettes mounted on a small clamp so that both 

‘can be raised or lowered at the same time. A convenient clamp is 
made by sawing two short pieces of brass tubing across, near the ends, 
and bending in the pieces so as to form springs. These tubes are 
soldered to a small vertical brass plate which is attached to a screw 
muff which supports it on a retort stand. The dimension of the clamp 
is such that the burette tips coincide with the centers of the cylinders. 
It is scarcely necessary to add that no iron is permissible, and that the 
apparatus should be kept free from dust. 

Method and Accuracy of Comparison.—The cylinders, which may 
be conveniently designated as the “ test ” and “‘ standard,” after charg- 
ing in the manner described below contain equal volumes of ether-amyl 
alcohol mixture and equal volumes of sulfocyanic reagent diluted with 
equal volumes of water and a few milligrams of potassium persulfate, 
and are therefore of identical composition and concentration, except 
that the “ test ”’ contains the iron and 2 or 3 mg. manganese and oxida- 
tion products of sulfocyanaic acid, an amount entirely too small to 
have any influence on the determination. (Note 3.) They are placed 
in the colorimeter and the colors are brought to equal intensity by 
carefully adding to the ‘“‘ standard ”’ a sufficient amount of standard 
iron solution from the corresponding burette. (Note 4.) The dif- 
ference of the two burettes is then noted, and the process is repeated 
three, four, or more times by adding a few drops to one cylinder and 
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bringing the other to match it. The average of the differences 
observed is the amount of standard iron equivalent to the iron sought. 
1 cc. = 0.005 mg. Fe. 

It is well known that extremely faint colors cannot be matched as 
well as those of somewhat greater intensity. With this method it is 
possible to determine to within a few per cent an amount of iron so 
small that it scarcely gives a visible color to the amylic layer. The 
amylic mixture is used in multiples of 5 cc. and the most favorable con- 
ditions appear to be when the volume used is roughly ten times the 
volume of the standard iron solution equivalent to the iron sought. 
Under these conditions the extreme differences between the readings 
should not exceed 5-6 per cent of the total iron present, a result which 
is much diminished by taking the mean of a series of readings. | 

Lunge® estimates that the permanganate method cannot be 
depended on to give results nearer than +0.14 mg. Fe. This would 
mean an error of + 1 per cent on 14 mg., or + 5 per cent on 2.8 mg. 
It-appears (from the experiments by Stokes and Cain) that the colori- 
metric method gives an error of less than + 0.0001 mg. Fe, or + 1 
per cent of 0.01 mg., the amount which is conveniently employed in 
the colorimeter. Since larger quantities of iron can be diluted to any 
desired extent without introducing an error of this magnitude, it fol- 
lows that the colorimetric method can be used to advantage up to 
about 0.014 gram in the absence of interfering substances; above this 
limit the permanganate method is more accurate. Where a special 
concentration of the iron is necessary, the error may be estimated on 
the basis of the results at --0.0005 mg. in the more unfavorable cases, 
or + 5 per cent of 0.01 mg. In such cases the colorimetric method 
- would be applicable, with suitable dilution, up to about 0.0028 gram Fe. 

Concentration Methods.—The problem of separating a few ten- 
thousandths of a milligram of iron from several grams of material in a 
form suitable for determination in the colorimeter is one which must 
necessarily vary with the nature of the material under examination. 
In all work with traces of iron it is necessary to exclude dust’ most 
carefully, especially where operations which consume considerable 


time are carried on. All utensils should be carefully rinsed with strong — 


hydrochloric acid just before using; it is well to keep them under hydro- 

chloric acid when not in use, as far as practicable; all funnels and dishes 

should be kept covered with watch-glasses, which, when removed 
>Z, angew, Chem., 1896, 3, 
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should never be placed on the table, but set concave side up, on small 
glass supports having three supporting glass points; reagent bottles 
should be kept covered with caps and the contents removed by pipet- 
ting rather than by pouring. 

Concentration by Evaporation.—When the material is volatile at 
a sufficiently low temperature and does not attack the vessels the iron 
may be concentrated by evaporation. This method is applicable to 
hydrochloric, nitric, sulfuric, and acetic acids, ammonia and other 
substances of a similar order of volatility. Substances like ammonium 
sulfate or oxalate and oxalic acid cannot be so treated, as they attack 
the vessels appreciably. Concentration by evaporation alone is seldom 
sufficient for bringing the iron into a suitable form for colorimetric 
determination. Even the purest acids and ammonia are likely to 
contain traces of colored substances which pass over into the amylic 
layer and so prevent accurate comparison. In general, after driving 
off the greatest part of the volatile material, or bringing to dryness and 
redissolving the residue in a few drops of hydrochloric acid, the iron 


_ must be precipitated by one of the methods given below. 


~~. a | 


The vessels used for evaporation may be of platinum, porcelain, 
quartz, Pyrex or Jena glass. Except for ammonia and hydrofluoric 
acid, for which platinum should be used, this metal is unsatisfactory. 
All platinum contains a small amount of iron, either present as an orig- 
inal impurity or derived from the tools used for working the metal or 
from materials which have been previously contained in the vessels. 
This is quite sufficient to cause an appreciable error when acids or 
ammonium sulfide are evaporated. Berlin porcelain is better than 
platinum, and Pyrex and Jena glass superior to porcelain. Quartz is 
excellent, but unnecessary unless extreme accuracy is desired. 

Evaporations should be made as rapidly as possible, to diminish the 
time of action upon the vessel, and entirely out of contact with the 
external air, so as to avoid dust. It is inadmissible to use any form of 
apparatus in which the condensed liquid can run or drop back into the 
vessel. Stokes and Cain found the following form of apparatus entirely 
satisfactory: A circular disk of asbestos is placed upon a Chaddock’s 


porcelain burner, and upon it is placed an inverted set of porcelain 


water-bath rings. Upon these rests a 9-inch funnel, the stem of which 
is drawn out and bent down. Through the stem is forced a current of 
air which has been filtered by passing through a long tube or series of 
tubes filled with cotton. A bent calcium chloride tube filled with 
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cotton is directly connected with the stem of the funnel. The speed of 
the air current should be such as to prevent condensation in the stem 
of the funnel. The porcelain rings are slightly inclined so that the 
condensed liquid running down the sides of the funnel drops off at one 
point into a beaker. The whole rests on a glass plate. By this means 
it is possible to evaporate 100-200 cc. concentrated sulfuric acid quietly 
and rapidly without danger of contamination from dust. Two hun- 
dred cubic centimeters distilled water, and 200 cc. redistilled ammonia, 
evaporated in this apparatus, gave no trace of iron. 

The ordinary hemispherical Jena glass evaporating dishes with flat 
bottoms do not well bear the strain of this treatment. A suitable dish 
94 cm. wide by 43 cm. high is conveniently made by cutting off the 
lower part of an 800 cc. Jena Griffen’s beaker, and making a lip in it. 
The dish rests on the porcelain rings, leaving an air space between it 
and the asbestos. In some cases it is desirable to finish the evapora- 
tion on a steam-bath. For this purpose a Berlin porcelain steam-bath 
is used, with the same funnel. If the steam, as is likely, carries over 
water containing iron in suspension, it should be passed through a sep- 
arator, which is conveniently made of a large calcium chloride tube, 
half filled with beads and provided with an overflow for the water. 
Combustible liquids like acetic acid cannot be evaporated over the free 
flame and are evaporated either on the steam-bath or on a small elec- 
tric hot-plate fitted up as above described. 

Concentration by Precipitation.—In by far the greater number of 
cases it is necessary to concentrate the iron by precipitation. An 
almost indefinitely small quantity of iron may thus be determined in 
an indefinitely large amount of material, the only limit being the solu- 
bility of the iron precipitate in the solution. It is obviously impossible 
to collect, on a filter, traces, say a thousandth of a milligram, of ferric 
hydroxide or sulfide distributed through a considerable volume of an 
otherwise clear liquid. Stokes and Cain, therefore, employ the method 
which has been occasionally used successfully in other cases, of mechan- 
ically carrying down the precipitate by a relatively large amount of 
another precipitate, which, when practicable, is generated simulta- 
neously with the iron precipitate. We may designate this secondary 
precipitate as the “collector.” Various substances suggest them- 
selves as collectors; their number is limited by the following consider- 
ations. A collector must be sufficiently insoluble, so that but a small 
amount of a possible impure foreign substance need be introduced; 


. 
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it must be of such physical consistency as to enable it to carry down all 
suspended precipitates and must therefore be amorphous and floccu- 
lent, not granular or crystalline; it should not be gelatinous or other- 
wise difficult to wash out in the filter, neither should it be of such 
- consistency as to run through the filter on washing; it must be easily sol- 
_uble in 7 per cent sulfocyanic acid and must neither interfere with the 
ferric sulfocyanate reaction nor in the presence of mercuric sulfocya- 
nate impart a color to amyl alcohol, or, if it does not meet these require- 
ments, it must be capable of easy separation from the iron. Alum- 
inum hydroxide would be the ideal collector were it not for the fact 
that it dissolves slowly and imperfectly in sulfocyanic acid, and thus 
frequently prevents complete solution of the accompanying ferric 
hydroxide. Repeated experiments by Stokes and Cain showed that 
it is not to be depended on, and they have therefore employed it only 
in special cases where it was removed before final treatment of the pre- 
cipitate with sulfocyanic acid. The iron is precipitated either as 
sulfide or as ferric hydroxide. The hydroxide precipitation is employed 
in the absence of materials which have a solvent action, such as 
citrates, tartrates, sugar and many other organic substances, pyro- 
phosphates, arsenites, arsenates, antimonates, etc. The usual col- 
lector for ferric hydroxide is hydrated manganese peroxide. The 
sulfide precipitation is used when, from the presence of any of the 
just-mentioned substances, hydroxide would remain in solution. It is 
also used when other sulfides insoluble in ammonium or sodium sulfide 
are practically absent. The best collector for iron sulfide is cadmium 
sulfide. In this case the cadmium sulfide is redissolved and the iron 
reprecipitated as hydroxide with manganese dioxide as collector. In 
many cases the choice between the methods is optional. When there 
is reason to fear the presence of traces of organic matter, as in the case 
of materials which have been treated in wooden vessels in the process 
of manufacture, or when arsenic or other prejudicial substances. may be 
_ present, as in the cruder reagents, the sulfide method is more accurate. 
For example, pure sodium chloride gave identical results by either 
-method, while a sample of the best commercial chloride gave decidedly 
too low results with the hydroxide method. 
Special care is necessary in sampling the substance, and wherever 
practicable, duplicate determinations should be made on portions of 
the same solution, as it frequently happens that different samples, 
especially of crystallized substances, taken from the same bottle show 
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widely varying results, owing to the irregular distribution of the 
iron. 

Concentration by Manganese Dioxide.—This is applicable in 
nearly all cases where substances which have a solvent action on ferric 
hydroxide, or more than traces of alumina and chromic oxide are 
absent. The amount and concentration of the substance operated on 
seem to be immaterial. Stokes and Cain often operated with as much 
as 50 grams and in solutions as strong as 20 per cent. If the solution 
is not precipitated by ammonia and contains no substances capable of 
reducing permanganate to manganese dioxide it is made weakly alka- 
line with ammonia, about 10 drops of permanganate are added and 
then 1 to 3 drops of a reducer, such as 1 per cent formate, sulfurous 
acid or occasionally alcohol, and the solution is then heated a few 
minutes until the manganese dioxide has separated in flocculent form. 
It is well to have a slight excess of permanganate. If the substance is 
one which is precipitated by ammonia, such as zinc, lead, cadmium, 
just enough of this is added to form a slight permanent precipitate, 
and the manganese precipitation is made as above. The precipitate is 
collected on a 54 or 7 cm. washed filter, and washed a few times with 
water. Two and a half cubic centimeters of the sulfocyanic reagent 
are placed in the beaker to dissolve the precipitate adhering to the 
sides and then dropped carefully around the top of the filter so as to 
dissolve the manganese dioxide and accompanying ferric hydroxide, 
the filtrate being run directly into the test cylinder. From 5 to 20 cc. 
ether-amy] alcohol are added (Note 5) according to the amount of iron 
present. The beaker is washed out with exactly 10 cc. water, which is 
poured carefully through the filter. The standard cylinder is charged 
with 23 cc. sulfocyanic reagent, 10 cc. water and as much ether-amyl 
alcohol as was used for the test. Finally, a few milligrams of potas- 
sium persulfate are added to each cylinder, and they are transferred 
to the colorimeter. 

For certain special modifications of the above method, see J. Am. 
Chem. Soc., 29, 427 (1907). 

Concentration by Cadmium Sulfide.—Cadmium sulfide is used as 
a collector for iron in the form of sulfide and is applicable in nearly all 
cases in which the substance under examination either gives little or no 
precipitate with ammonium sulfide, or one soluble in an excess. Its 
chief use is to remove the iron as sulfide from solutions which exert 
solvent action on ferric hydroxide, and from aluminum and chromium 
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salts. The following is the method of procedure in the simpler cases: 

To the cold solution contained in a Pyrex or Jena beaker, and which 
should not contain much free acid, are added 2 cc. cadmium solution 
and then a slight excess of fresh ammonium sulfhydrate, or in case of 
sulfides soluble in an excess, enough to dissolve these. The liquid is 
allowed to stand in the cold for about half an hour, with frequent stir- 
ring, and the cadmium sulfide, which carries the iron, is then collected 
on a washed filter and washed a few times with water containing a 
little ammonium sulfhydrate. The precipitate cannot be directly 
treated with the sulfocyanic acid reagent, as much iron would be 
retained and much mercuric sulfide formed; neither can it, as Stokes 
and Cain have found, be dissolved in bromine water with satisfactory 
results. It is, therefore, dissolved by carefully dropping hot 1: 1 
hydrochloric acid around the top of the filter, the solution and wash 
water being run back into the original beaker. The solution, which 
contains some free hydrogen sulfide is treated as in a manganese con- 
centration, somewhat more than enough permanganate being added to 
oxidize the hydrogen sulfide first, and then ammonia, the manganous 
salt in alkaline solution acting as the reducer of the permanganate. In 
general, the manganese dioxide comes down at once in good form or on 
gentle heating. The precipitate is collected on the same filter, or if 
this contains a residue, on a fresh one, and is further treated as described 
under manganese concentration. In the case of tartrates, oxalates, 
and other organic substances interfering with the manganese concen- 
tration, traces of which remain in the cadmium sulfide precipitate, 
hot 1:1 nitric acid is used in place of hydrochloric acid, and the 
organic matter is destroyed in the filtrate by adding permanganate to 
the hot acid solution until the color is permanent, when the solution i is 
made ammoniacal as before. 

For special precautions to be observed i in particular cases, see aa): Am. 
Chem. Soc., 29, 427 (1907). 

Solubility of Ferric Hydroxide and of Iron Sulfide.—The accuracy 
of the above method depends upon the degree of insolubility of ferric 
hydroxide in the weakly ammoniacal solutions of the various salts. 
In strong, hot, weakly ammoniacal solutions of certain salts, ferric 
ote gave the following solubility data: 


100 grams NH,CI dissolved...:..... 0.0009 mg. Fe or 0.0013 mg. Fe20; 
100 grams NH4NO; dissolved....... 0.0009 mg. Fe or 0.0013 mg. Fe203 
. 100 grams (NH,)2SO, dissolved. ..... none none 


100 grams NH4C2H;0:2 dissolved. .... none none 
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These figures, which are possibly high, if anything, owing to the 
solvent action of the evaporating acid on the vessel, can lay no claim to 
accuracy, but they at least show that the loss through solubility will 
not affect the percentage result of a determination nearer than the 
seventh decimal place, and may therefore be set off against the slight 
sources of contamination through dust, solvent action of the reagents 
on the vessels, etc. 

Since determinations made by both of the above methods give prac- 
tically identical results, it may be concluded that the solubility of iron 
sulfide, like that of the hydroxide, is negligible. There are certain 
exceptions to this, especially in the case of stannic salts, but the reader 
is referred to the original literature. ® 


Notes. 


1. Even the best grades of ether show traces of peroxide unless 
especially purified. A sensitive test for peroxide is to shake the ether 
with freshly reduced acidified ferrous sulfate solution to which has been 
added sulfocyanate. Ferric sulfocyanate is thus formed and is taken 
up by the ether. 

2. The gradual bleaching of solutions of ferric sulfocyanate has 
been noted by various observers and is referred to by Tatlock (Joc. cit.) 
by Lunge (Joc. cit.), and by Marriott and Wolf.” This is a very 
usual phenomenon even in ethereal or amylic solutions, and it is 
not uncommon for two identical tubes, at first matching, to show 
a very marked difference within less than an hour. This fading, 
while it may be aided by the action of light, is due to the reduc- 
tion of the iron to the ferrous state by other substances than normal 
sulfocyanic acid. Chief among these is isodisulfocyanic acid, which 
is always formed when sulfocyanates are acidified, and which reduces 
ferric salts with great rapidity. Hydrocyanic acid and hydrogen sul- 
fide, both of which are decomposition products of sulfocyanic acid, 
may possibly also take part. Hydrocyanic acid reduces traces of ferric 
salts, which are reoxidized by persulfate. A weak solution of ferric 
sulfocyanate in water or amyl alcohol is decolorized on boiling for a few 
moments and hydrogen sulfide can be detected in the escaping vapors. 

The addition of a few milligrams of persulfate keeps the iron in the 


| 
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oxidized state, even in the presence of small amounts of hydrogen sul- 
fide or sulfurous acid. Its use, however, has one striking disadvan- 
tage. Like hydrogen peroxide, but less rapidly, it oxidizes sulfo- 
cyanic acid, forming a yellow substance which is taken up by the amyl 
alcohol, often rendering even an approximate comparison impossible. 


It appears that this yellow body does not proceed from normal sulfo- 


cyanic acid itself, but from other substances, possibly the still unknown 
isosulfocyanic acid, which may accompany it in small quantity. Sul- 
focyanic acid freshly prepared by decomposition of its silver or mer- 
cury salt by hydrogen sulfide gives but little of the yellow body with 
persulfate. If, on the contrary, its 5 to 10 per cent solution has been 
allowed to stand for some time, or if a freshly acidified solution of a 
sulfocyanate be treated with persulfate, the amylic extract is always 
colored. Be the cause what it may, there is always enough of the yellow 
substance formed by persulfate to render an accurate comparison 
impossible. Even without persulfate a sulfocyanic acid which has 
stood for a few days always contains enough yellow substance to make 
it useless. 

The addition to the sulfocyanic acid of a sufficient amount of mer- 
curic sulfocyanate to form the double compound, Hg(SCN)2-2HSCN, 
not only totally inhibits the action of persulfate, but also preserves 
the acid indefinitely against injurious changes, while it does not appre- 
ciably diminish the sensitiveness of the reaction with ferric salts. The 
amylic solution has a perfectly pure color from the start and in the pres- 
ence of a trace of persulfate and occasional stirring retains its intensity 
of color absolutely unchanged for many hours. The addition of per- 
sulfate is necessary, as mercuric sulfocyanate does not prevent the 


fading of the ferric sulfocyanate. The introduction of mercury causes 


certain complications. These are treated in their proper places under 
the separation of iron from the various metals: See J. Am. Chem. 
Soc. 29, 427 (1907). 

3. To one of two carefully matched cylinders was added the man- 


‘i ganese dioxide from 0.6 cc. 1 per cent permanganate, about the quan- 


tity used in a concentration. Not the least change could be detected. 
After adding 40 mg. sulfuric acid to one of the matched cylinders, 0.14 
cc. standard iron solution had to be added to the same cylinder to 
restore equality. It therefore appears that as little as 40 mg. sulfuric 
acid may produce an error of 0.0007 mg. Fe. Since the sulfuric acid 
snerated by the above amount of manganese does not exceed 1.2 mg., 
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its influence is clearly too small to be detected, me to only 
perhaps 0.004 cc. standard solution. 

4. When the amount of standard added equals 1 cc., it is well to 
add an approximately equal volume of water to the “ text ” cylinder, 
~ so as to keep the volumes equal and counteract the unequal solvent 
action on the ether-amy] alcohol layer. 

If the concentration of the iron has been properly performed the 
quality of the colors will be identical. A yellowish cast in the “ test ” 
is due to faulty concentration, and an accurate comparison cannot 
then be made. 

As we read by looking through the amylic layer it is essential that 
this shall be perfectly clear and free from suspended water drops; the 
turbidity of the aqueous layer through suspended amyl alcohol is of 
no significance. If the stirring is properly performed the amylic layer 
becomes rapidly clear and the aqueous layer remains turbid. Whether 
or not this will be realized can be instantly told by observing the man- 
ner in which the separation occurs. If the churning be thorough, large 
globules will be seen on the upper surface, which will be seen to coalesce 
rapidly, after the manner of bubbles, leaving a perfectly clear amylic 
layer, while below, the mixture contains innumerable small drops which 
do not run together but gradually rise, leaving a turbid aqueous layer. 
If, however, the churning has been imperfect the large globules are at 
the bottom and run together rapidly, leaving a sharply defined surface 
and a clear aqueous solution, while above are seen small globules which 
gradually fall, leaving the amylic layer turbid. In general, the former 
effect takes place; if it does not, even with sufficient churning, it can 
be brought about by adding more water to each cylinder. 

5. The ether-amyl alcohol should be added before adding water, as 
otherwise there is likely to be a separation of mercuric sulfocyanate. 
The amount to be added can be judged by the color; it is better to add 
too little than too much, as more can be added later, if desired. If the 
amount of iron is very considerable, so as to require more than 5 cc. 
standard iron solution, the filtrate can be diluted in a measuring flask 
and an aliquot portion taken, a fresh portion of sulfocyanic pepgent 
being used, 
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DETERMINATION OF IRON AS THE SULFOCYANATE 


MeETHOD OF MELLOR 


Like the preceding method of Stokes and Cain, this method makes 


use of an ether-amy] alcohol solution for extracting ferric sulfocyanate. 


It is recommended by J. W. Mellor® for the determination of iron in 
china clay. ‘‘ With some of the china clays exceptional manipulation 
is required. Twice as much Fe2O3 may appear in the analysis as is 
actually present in the clay.”’ 


Reagents. 


1. Potassium sulfocyanate. Dissolve 97 grams of the pure 
salt (recrystallized) in water and make up to a liter. 

2. Potassium aluminum sulfate. Fuse 0.05 gram Al2O3 in 5 
grams of KHSOu, dissolve in water and dilute to a liter. 

3. Ether-amyl alcohol solution. Mix 5 volumes of methylated 
ether with 5 volumes of iso-amyl alcohol. 

4. Standard iron solution. Dissolve 0.0315 gram of ferric potas- 


- sium alum, Fe2(SO4)3-K2SO4-24H20, in water, add 5 cc. of con- 


centrated sulfuric acid, cool, and dilute to a liter. Mix thoroughly. 
One cubic centimeter contains 0.005 mg. of FesOs3. 
Procedure.—The clay is fused with KHSO,, the melt taken up in 


_ water, made up to a suitable concentration, and an aliquot part of 5 cc. 


put in one of two color comparison tubes. Add 5 cc. of potassium 
sulfocyanate solution and 10 cc. of ether-amyl alcohol solution. To 
the other tube add 5 cc. of potassium aluminum sulfate solution, 5 cc. 
of potassium sulfocyanate solution, and 10 cc. of ether-amyl alcohol. 
Then run the standard iron solution from a burette into the standard 
tube, stirring gently after the addition of each 0.1 cc. Dilute the test 
solution every 1 cc. to the same volume as that of the standard. Make 
the comparison in a color camera. 


Notes. 


1. The ferric sulfocyanate is taken up in the ether-amyl! alcohol 
layer while interfering salts are retained by the water layer. 
2. No claim is made to such a high degree of accuracy as is attain- 


able with the method of Stokes and Cain. Mellor, however, recom- 


mends it as a satisfactory method for estimating iron in china clay. 
$ Trans, Ceram. Soc. England, 8, 125 (1908-9). 
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DETERMINATION OF IRON AS FERRIC CHLORIDE IN CONCENTRATED 
HYDROCHLORIC ACID 


This determination is based upon the fact that ferric chloride gives 
an intense yellow solution when dissolved in concentrated hydrochloric 
acid. ‘The color is of maximum intensity when the hydrochloric acid 
is about 28 per cent. 


Reagents. 


1. Hydrochloric acid. Thoroughly washed hydrogen chloride gas 
is collected directly in a cooled bottle containing distilled water and the 
solution diluted to 28 per cent HCl content. The gas is obtained by 
boiling concentrated hydrochloric acid or by dropping pure concen- 
trated sulfuric acid upon pure sodium or ammonium chloride. Rubber 
connections should be avoided, or at least thoroughly washed with acid 
before use. Water saturated with HCl at room temperature contains 
about 40 per cent of acid by weight. The specific gravity of the solu- 
tion is 1.20. . 

2. Standard iron solution. Iron wire for standardizing volumetric 
solutions may be used. This wire usually contains from 99.5 to 99.8 
per cent of iron. Weigh an amount to contain exactly 1 gram of iron, 
dissolve it in nitric acid, add hydrochloric acid, and evaporate to dry- 
ness on a water-bath. Take up the residue in a little hydrochloric acid 
and again evaporate to dryness. Once more add hydrochloric acid 
and evaporate to dryness. By this repeated treatment with hydro- 
chloric acid, all of the nitric acid is driven off. To the final residue 
add a 28 per cent solution of hydrochloric acid to give exactly 100 cc. 
of solution and thoroughly mix. Ten cubic centimeters of this solu- 
tion are diluted to a liter with 28 per cent hydrochloric acid and 
thoroughly mixed. One cubic centimeter of the resulting solution 
contains 0.0001 gram of iron. 

Procedure.—Dissolve in a 28 per cent solution of hydrochloric 
acid a weight of the sample such that the final volume contains not 
more than 0.0001 gram of iron per cubic centimeter and preferably less 
than half this amount. ‘The solution is then matched ’in color against 
the standard iron solution by the method of balancing. If the sample 
is insoluble in hydrochloric acid, dissolve in aqua regia or nitric acid, 
and remove all nitrates by repeated evaporation to dryness with con 
centrated hydrochloric acid, finally taking up the residue in a con- 
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venient volume of 28 per cent hydrochloric acid and balancing the 
resulting color against the standard solution. 


Notes. 


1. If a large number of analyses are to be made, the method of 
balancing should be used so as to economize with the concentrated 
hydrochloric acid required for diluting. 

2. Free chlorine does not interfere with the analysis, but oxides of 
nitrogen do. Hence, every trace of nitrate and oxides of nitrogen 
must be removed when nitric acid is used to dissolve the sample. This 
is only accomplished by repeated evaporation of the solution with 
concentrated hydrochloric acid. Anhydrous cupric chloride in con- 
centrated hydrochloric acid gives a yellow-colored solution similar to 
that of ferric chloride. Hence, copper must be removed by precipita- 
tion with hydrogen sulfide. In concentrations less than 1 in 20,000, 
cobalt and nickel do not interfere. Manganese has no influence on the 
test. Even large amounts of this element give colorless solutions in 

_ concentrated hydrochloric acid. 


DETERMINATION OF IRON AS SULFIDE 


When ammonium sulfide, or hydrogen sulfide and ammonium 
hydroxide, is added to a solution containing ferrous iron, the solution 
turns brown due to the formation of ferrous sulfide. The method may 
be used to estimate ferrous iron in the presence of ferric iron or to 
estimate the total iron. When the total iron content is desired, the 
ferric iron is reduced to the ferrous condition before adding the ammo- 
nium sulfide, or hydrogen sulfide and ammonia. 


Reagents. 


1. Hydrochloric acid. Thoroughly washed hydrogen. chloride 
gas is collected directly in a cooled bottle containing distilled water. 
The gas is obtained by boiling concentrated hydrochloric acid or by 
_ dropping pure concentrated sulfuric acid upon pure sodium or ammo- 
nium chloride. Rubber connections should be avoided, or at least 
thoroughly washed with acid before use. 
2. Ammonium hydroxide. It is necessary to redistill the ammonia 
nless a “ blank ” test shows iron absent. The best C. P. ammonium 


-9C, Hiittner, Z. anorg. Chem., 86, 341 (1914). 
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hydroxide is distilled and the washed ammonia gas collected directly 
in a ceresine lined bottle containing distilled water, the bottle being 
kept cool in ice cold water or cold running tap-water. Care must be 
taken to thoroughly line the bottle up to, but not into, the neck, and 
only the best grade of white ceresine should be used. 


3. Hydrogen sulfide. The gas is prepared by dropping acid into a 


solution of sodium sulfhydrate. The gas is washed by bubbling 
through a bottle containing water. The sodium sulfhydrate is made 
by saturating a 33 per cent sodium hydroxide solution with hydrogen 
sulfide. This solution is diluted four or five times before using. 
Hydrogen sulfide obtained directly from iron sulfide should not be used 
on account of the danger of introducing iron into the test solution. 

4, Ammonium sulfide. The solution is freshly prepared as needed 
by saturating redistilled ammonia with hydrogen sulfide prepared as 
described above. 

5. Standard iron solution. Dissolve 0.7022 gram of ferrous 
ammonium sulfate, FeSO4(NH4)2SO4-6H20, in freshly boiled dis- 
tilled water, containing 2 cc. of concentrated sulfuric acid, and sat- 
urated with pure hydrogen sulfide. Dilute to a liter, using water sat- 
urated with hydrogen sulfide, and thoroughly mix. The bottle must 
be tightly stoppered and must be recharged with hydrogen sulfide 
when the odor becomes faint. One cubic centimeter of this solution 
contains 0.0001 gram of ferrous iron. 

Procedure for Ferrous Iron.—A sample of the test substance is 
taken such that it contains between 0.0015 and 0.0003 gram of iron per 
liter. One hundred cubic centimeters of the sample and 95 cc. of 
distilled water are each placed in a Nessler tube. Five cubic centi- 
meters of hydrogen sulfide water and 2 drops of ammonium hydroxide 
are added to each tube and the contents thoroughly mixed. The 
standard iron solution is then added drop by drop to the “ blank ”’ 
until the color approximately matches that of the test solution. The 
color of the test solution is brown, while the standard has a bluish- 
black tinge.1° A few drops of hydrochloric acid are added to dis- 
charge the color of the standard and then ammonia added drop by 


drop until the color reappears. The color is now a brown of the same — 
tinge as that of the test solution. If necessary, add more standard — 


iron solution until the two solutions are matched. Should the stand- 
ard now show a slightly different tinge from that of the test solution, 
*0L. W. Winkler, Z. anal. Chem., 41, 550 (1902). 
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decolorize with hydrochloric acid and retreat with ammonia as before. 
The color of both the standard and the sample should now be identical. 

Procedure for Total Iron.—If the sample is a liquid, add a few cubic 
centimeters of hydrochloric acid, a pinch of potassium chlorate and 
evaporate to dryness on a water-bath; if a solid, dissolve in water or 
acid, add hydrochloric acid and potassium chlorate, and evaporate ona 
water-bath. Dissolve the residue in a little warm water acidified with 
1 or 2 cc. of hydrochloric acid and add 5 cc. of water saturated with 
hydrogen sulfide. Filter the solution to free it of particles of sulfur 
and dilute to 100 cc., 500 cc., or 1000 cc. Thoroughly mix and proceed 
with an aliquot part as directed above under “ Procedure for Ferrous 
Iron,” adding the ammonia drop by drop until the solution is just neu- 
tral to litmus paper and then two drops more. 


Notes. 


1. The quantity of sample taken for the final matching should be 
such as to contain between 0.00015 gram and 0.0003 gram of iron. 

2. The following metals, whose sulfides are colored, interfere with 
the analysis: Lead, silver, mercury, copper, bismuth, cadmium, 
arsenic, antimony, tin, cobalt, and nickel. The first nine of these 
metals may be removed in the usual way by precipitating in 0.3 N acid 
solution with hydrogen sulfide. The hydrogen sulfide should be 
prepared as described above under “ Reagents.” The iron may be 
separated from cobalt and nickel by precipitation as ferric hydroxide, 
filtering, and dissolving the hydroxide in a little dilute hydrochloric 
acid. It must be remembered that in the use of hydrogen sulfide 
the iron, if present in the ferric condition, is reduced; and before the 
precipitation with ammonia the iron must be oxidized to the ferric 
state. The iron may be oxidized, after removal of.hydrogen sulfide 
if present, by boiling several minutes with a few cubic centimeters 
of nitric acid or bromine water, 


DETERMINATION OF IRON BY POTASSIUM FERROCYANIDE 


This determination is based upon the intense blue ferric ferro- 
- cyanide (Prussian blue) formed when a solution of potassium ferro- 
cyanide is added to solutions of ferric salts. 


4FeCls + 3K4Fe(CN)6 = Fes[Fe(CN)6]3 + 12KCl, 
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It may be used to estimate ferric iron in the presence of ferrous iron, or 
to estimate the total iron. The reaction is an extremely delicate one 
and, hence, can be employed only for very low concentrations of iron, 
such as are found in water, or “‘ traces ”’ of iron in salts. . 


Reagents. 


1. Potassium ferrocyanide. Dissolve 5.0 grams of pure potassium 
ferrocyanide in a liter of water. 

2. Standard iron solution. Dissolve 0.1404 gram of ferrous ammo- 
nium sulfate, FeSO4(NH4)2SO4-6H2O, in water containing 5 cc. of 
concentrated sulfuric acid, oxidize the iron with potassium perman- 
ganate, dilute to a liter, and thoroughly mix. . One cubic centimeter 
of this solution contains 0.02 mg. of iron. If the results are to be 
reported as Fe2O3, then use 0.1474 gram of salt per liter. This solu- 
tion contains 0.03 mg. of Fe2O3 per cubic centimeter. 

Procedure for Ferric Iron.—Adjust the solution to be tested, by 
evaporating or diluting, so that its iron content is approximately 0.002 
gram per liter. Measure out a 50 cc. portion, add 5 cc. of the potas- 
sium ferrocyanide solution, thoroughly mix, and compare the color 
with the standard, preferably by the method of balancing or that of 
dilution. The standard is prepared by adding 10 cc. of the potassium 
ferrocyanide solution to 10 cc. of the standard iron solution, diluting 
to 100 cc. and mixing. One cubic centimeter of this standard con- 
tains 0.002 mg. of Fe or 0.003 mg. of Fe2O3, depending upon which 
weight of salt was taken in making the standard iron solution. 

Procedure for Total Iron.—The procedure for determining the 
total iron content is the same as that for the ferric iron, except the solu- 
tion of sample is acidified with sulfuric acid and treated with per- 
manganate to oxidize the ferrous iron. The potassium ferrocyanide 
solution is then added and the color matched against the standard 
as directed in the previous procedure. 


DETERMINATION OF FERROUS IRON BY POTASSIUM FERRICYANIDE 


This method is based upon the formation of Turnbull’s blue (indis- - 
tinguishable in color from Prussian blue) when solutions. of ferrous 
salts and ferricyanide are mixed. : 


3FeCle + 2K3Fe(CN)s — Fes[Fe(CN)o]2 + 6KCI. 
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Reagents. 


1. Sulfuric acid, 6 N. Pour 1 volume of concentrated sulfuric acid, 
sp. gr. 1.84, into 5 volumes of distilled water and stir. Be sure the 
acid is iron-free. 

2. Potassium ferricyanide. Dissolve 0.5 gram of pure potassium 
ferricyanide crystals and dilute to a volume of 100 cc. The solution 
must be freshly prepared. 

3. Standard ferrous iron solution. Dissolve 0.7022 gram of crys- 
tallized ferrous ammonium sulfate, FeSO4(NHa4)2SO4-6H20, in a large 
volume of freshly boiled distilled water to which 10 cc. of 6 N H2SO4 
has been added, dilute to a liter and mix. This solution contains 0.1 
mg. of iron per cubic centimeter. It must be freshly prepared. 

Procedure.—* Add 10 cc. of dilute sulfuric acid to 50 cc. of the 
sample, remove the suspended matter by filtration if necessary, and 
add 15 cc. of potassium ferricyanide solution. Dilute to the mark in 
a 100 cc. Nessler tube with distilled water that has been freshly boiled 
and cooled. Compare the color developed in the sample with that in 
standards made at the same time from the ferrous iron solution, in this 
way: Place in 100 cc. Nessler tubes, in the following order, 75 cc. of 
distilled water, 10 cc. of dilute sulfuric acid, and 15 cc. of ferricyanide 
solution, and mix well the contents of each tube. Add various vol- 
umes of standard ferrous iron solution to several tubes, mix well, and 
compare immediately the resulting colors with that of the sample.” !! 

Note.—Comparison of color developed in both sample and stand- 
ards must be made in matched Nessler tubes in the presence of equiva- 
lent concentrations of acids, immediately after the reagent is mixed 
with the solutions. The color is deepened by an excess of the reagent, 
is diminished by an excess of acid, and fades quickly on standing, — 


[ DETERMINATION OF IRON BY SALICYLIC ACID 
_ Solutions of ferric iron are colored amethyst by the addition of 
oH (1) 
_ salicylic acid, CoHaC while solutions of ferrous iron remain 
COOH(2), 


colorless. This reagent, therefore, offers a means of estimating ferric 
iron in the presence of ferrous iron. By oxidizing the ferrous iron 


pa Standard Methods of Water Analysis, 6th ed., p. 49. American Public Health 
sociation, New York, 1925. 
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present, the method may also be used to determine the total iron 
content. 


Reagents. 


1. Salicylic acid. Use a saturated solution. 

2. Standard iron solution. Dissolve 0.0864 gram of ferric ammo- 
nium alum, Fe2(SO4)3(NH4)2SO4-24H20, in distilled water contain- 
ing 2 cc. of concentrated sulfuric acid, dilute to a liter and thoroughly 
mix. One cubic centimeter of this solution contains 0.00001 gram of 
Fe = 0.000014 gram of Fe2QO3. 

Procedure for Ferric Iron.—If the substance is a solid, dissolve 
in 20 cc. of water an amount sufficient to have an iron content between 
0.00001 and 0.0002 gram; if a liquid, adjust the concentration by dilu- 
tion or evaporation to give a solution containing between 0.00001 
gram and 0.0002 gram of iron per 20 cc. Filter in case the solution is 
turbid, provided it is known that no iron is present in the suspended 
particles. In case the sample is insoluble in water, or only partly 
soluble, dissolve in hydrochloric acid, using as small an excess as pos- 
sible and then neutralize the excess with ammonium hydroxide. The 
total volume of the solution, after neutralization, should not be over 
20 cc. Now add 5 cc. of salicylic acid solution to the sample and com- 
pare at once the color with that of a standard iron solution, to which 
has just been added 5 cc. of the salicylic acid solution. Comparison 
should be made either by the method of balancing or the method of 
dilution. 

Procedure for Total Iron.—Dissolve the sample as directed in the 
“ Procedure for Ferric Iron,” slightly acidify the solution with sulfuric 
acid, and oxidize the ferrous iron with potassium permanganate. 
Then neutralize the free acid with ammonium hydroxide, add 5 cc. of 
salicylic acid solution and match the color at once with that of a stand- 
ard to which has just been added 5 cc. of salicylic acid solution. 


Notes. 


1. If more than 0.0002 gram of iron is present in the sample, the 
color produced by the salicylic acid is too intense for colorimetric — 
work, With less than 0.00001 gram, the color is too pale for accurate i 
comparison. 

2. The method can be used to estimate small quantities of iron in 
salts. The following substances interfere with the accuracy of the 
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analysis: phosphates, thiosulfates, sulfites, bisulfites, fluorides, and 
free mineral acids. When it has been necessary to use acid to dis- 
solve the sample, or when the solution of sample is acidified and oxi- 
dized with permanganate, the excess acid must be neutralized with 
ammonia before adding the salicylic acid. 

3. If the sample contains organic matter, heat to dryness with 
nitric acid, ignite, and dissolve the residue as directed for the solution 
of sample when organic matter is absent. Remember that after heat- 
ing with nitric acid, and igniting, the iron is in the ferric state. To 
insure complete oxidation in the final solution, however, it is advisable 
to treat the slightly acidified solution with a little permanganate, and 
then neutralize with ammonia. 

4, In neutralizing with ammonia, care must be taken not to add an 
excess. Should an excess accidently be added, precipitating the iron 
as hydroxide, make the solution slightly acid and then add, drop by 
drop, dilute ammonium hydroxide until the neutral point is just 
reached. 

5. The color produced by the salicylic acid and ferric iron fades 
fairly rapidly in the light. Hence the necessity of adding the salicylic 
acid to the sample and standard at the same time and comparing at 

once. The method of duplication is not to be recommended on 
account of the time required, during which fading may occur. For 
the same reason a comparison with a series of standards is not made. 


DETERMINATION OF IRON BY ACETYLACETONE 


Acetylacetone, CH3:CO-CH2-CO-CHs, gives an intense red color- 
ation with ferric salts, due to the formation of ferric acetylacetone, one 
of the hydrogens attached to the middle carbon being replaced by the 

_ metallic ion.'? In very dilute solutions the color is orange-red by 
_ transmitted light and yellow by reflected light. Stronger solutions 
give a deep red color by transmitted light and orange-red by reflected 


_ light. 


_ Reagents. 


1. Acetylacetone. A 0.5 per cent solution is made by diluting 
with water or weak alcohol freshly distilled acetylacetone. Two 
ic centimeters of this solution will give an excess of acetylacetone 
or as large an amount of iron as can be determined by this method. 


12 Combes, Compt. rend., 105, 868 (1887). 
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Acetylacetone is a colorless liquid, having a boiling-point of 137° C. 

2. Standard iron solution. Dissolve 0.1404 gram of ferrous ammo- 
nium sulfate, FeSO4(NH4)2SO4-6H20, oxidize the iron with potassium 
permanganate, and dilute to a liter. One cubic centimeter of the 
solution contains 0.00002 gram of iron. Standard iron solutions of 
various strengths may also be made by dissolving the purest iron wire 
in a few cubic centimeters of nitric and hydrochloric acids and diluting 
to the desired volume. 

Procedure.—The sample is treated on the water-bath with a few 
drops of sulfuric and nitric acids to remove any organic matter and 
to oxidize the iron. The amount of sample taken should be such as to 
contain between 0.00005 gram and 0.0006 gram of iron. If the whole 
of the sample is to be used, the acid must be removed by evaporation 
so that when it is diluted to 50 cc. in the Nessler tube the solution is 
only fainily acid. (Not acid enough to give the tube a pink tinge when 
viewed from the side. See Note 2.) If the iron content is high, so 
that it is necessary to dilute to 500 cc. or to 1000 cc. and to take an 
aliquot part, then it is not necessary to remove the small amount of 
acid. The sample, or an aliquot part of it, is transferred to a Nessler 
tube, 2 cc. of 0.5 per cent acetylacetone solution added, the tube filled 
to the mark with distilled water, and the contents thoroughly mixed by 
pouring back and forth into a clean beaker. ‘This solution is then 
matched with a standard made by putting 2 cc. of 0.5 per cent acetyl- 
acetone into a Nessler tube, partly filling with distilled water and 
adding sufficient standard iron solution to match the sample after 
diluting to the mark with water and mixing. 


Notes. 


1. The smallest amount of iron that can be detected with acetyl- 
acetone is 0.000003 gram. The largest amount that can well be esti- 
mated in a 50 cc. tube is about 0.0006 gram. The range of greatest 
accuracy is from 0.00005 gram to 0.0006 gram. With a tube contain- 
ing 0.00005 gram of iron, it is not difficult to detect a variation of 
0.0000025 gram, and for amounts of about 0.0004 gram a variation of 
0.00001 gram is easily detected. 

2. Very few of the common inorganic salts have any influence on 
the color when present in small amounts. Two-tenths of a gram of 
substances, which will furnish the following ions, have no effect on the 


: 
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color: sNa, K, Ba, Sr, Ca,:Mg, Mn, Zn, Al, Hg, As, Cd, Pb, Cl, Br, 
S04, NOz, and ClO3. Smaller amounts.of copper, phosphoric acid, 
and silicic acid do not interfere. Dissolved carbon dioxide has no 
influence. Ammonia does not precipitate the ion, but the solution is 
colored yellow. This yellow coloration, however, does not prevent 
estimating the iron by its characteristic color. Oxides of nitrogen 
must be removed by boiling the concentrated solution, since they give 
a brown color with acetylacetone. Sodium and potassium hydroxides 
destroy the ferric acetylacetone, the iron precipitating as ferric hydrox- 
ide. Not more than one drop of any of the common dilute acids should 
be present at the final dilution in the Nessler tube. One drop of a 
strong acid added to the faintly acid solution is sufficient to weaken 
and change the color of the ferric acetylacetone. In no case must the 
solution when diluted to the mark in the Nessler tube be acid enough 
to give a pink tinge when viewed from the side. 

3. The color produced by ferric ions and acetylacetone in faintly 
acid solution is quite permanent. Solutions so dilute as to show only 
brownish or orange-red tinge by transmitted light and a yellowish 
tinge by reflected light showed no change in three weeks when com- 
pared with freshly made solutions. The color is slightly altered by 
strong sunlight. Small temperature changes have no appreciable 
effect on the color. Boiling will change the shade of color, but upon 
cooling the solution the original color reappears. 

4, The method of balancing cannot be used (without a calibration 
curve), since the color of ferric acetylacetone solutions does not vary 
uniformly with the height of the column of the liquid. For example, 
pouring out half of the solution from a filled tube will not leave a color 
equal to the color in a filled tube but containing the same amount of 
iron as is in the half filled tube. 

5. It is important for accurate work that the amount of free acid, 
the excess of acetylacetone, and the volume of the final solutions be 
the same in both the test solution and the standards. 

6. A series of standards of various strengths may be made from 
the standard iron solution and kept for continuous use. It is, of course, 
necessary to protect them from dust and direct sunlight. 

7. Conductivity measurements made by Hantzsch and Desch!* 
indicate that in water solution ferric acetylacetone is only slightly 
dissociated. “‘ It is, however, largely hydrolyzed into ferric hydroxide 


13 Ann., 328, 1 (1902). 
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and acetylacetone,” !4 hence the necessity of having the concentrations 
of acid and acetylacetone, and the volume, the same in all color com- 
parisons. The purpose of the acid is, of course, to repress the hy- 
drolysis. 

8. Urbain and Debierne!® state that ferric acetylacetone is almost 
insoluble in water. Pulsifer!® found a solubility of 1.5 grams per liter 
of solution. 


DETERMINATION OF IRON BY DIMETHYLGLYOXIME 


When an alcoholic solution of dimethylglyoxime, ~ 
CH2 Cue 


| | 


NOH NOH, 


is added to a solution containing ferrous iron, a bright red color is pro- 
duced due to the formation of Fe(CsH7N202)2, one of the hydrogens 
attached to oxygen being replaced by an equivalent of iron. The iron 


is conveniently reduced by means of a little hydrazine sulfate, . 


N2H4,H2SO.. 


Reagents. 

1. Dimethylglyoxime. Saturate 95 per cent ethyl alcohol with the 
purest dimethylglyoxime. 

2. Hydrazine sulfate. Use the solid salt purified by recrystalliza- 
tion from its water solution. 

3. Ammonium hydroxide. A 25 per cent solution of ammonia, 
obtained by diluting redistilled ammonia prepared as outlined on 
page 239. 

4. Standard iron solution. Dissolve 0.1404 gram of ferrous ammo- 


nium sulfate, FeSO4(NH4)2SO4-6H20, in distilled water containing. 


5 cc. of concentrated sulfuric acid, oxidize with potassium perman- 

ganate solution, dilute to a liter, and thoroughly mix. One cubic 

centimeter of this solution contains 0.00002 gram of iron. If it is 

desired to report the results in terms of Fe2O3, then use 0.1474 gram of 

salt instead of 0.1404 gram. This will give a liter of solution contain- 

ing 0.00003 gram of Fe2O3 per cubic centimeter. If the standard is 
14H. B. Pulsifer, J. Am, Chem. Soc., 26, 967 (1904). 


15 Compt. rend., 129, 302 (1899). 
16 Toc, cit. 
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to be used for the method of balancing or that of dilution, it will be 
necessary to dilute to one-tenth of its concentration. This is con- 
veniently done by diluting 25 cc. of the standard (containing 0.1404 
gram of salt per liter) to 250 cc. One cubic centimeter of this solution 
contains 0.000002 gram Fe. If the standard contained 0.1474 gram of 
salt per liter, then 25 cc. diluted to 250 cc. will contain 0.000003 gram 
of Fe2O3 per cubic centimeter. 

_Procedure.—The sample should have an iron content between 
0.01 and 0.06 gram per liter. Take 50 cc. of the sample, add 1 gram of 
hydrazine sulfate, 5 cc. of the dimethylglyoxime solution, and heat 
to boiling. Then add 10 cc. of 25 per cent ammonia solution, con- 
tinue boiling a half minute, cool rapidly, and dilute to 100 cc. for com- 
parison. The color matching may be made by any of the four 
usual methods. 


Notes. 


1. The iron may be estimated with an accuracy of 0.5 per cent of 
the amount present in the solution. By concentrating or diluting, 
the iron content should be adjusted to between 0.01 and 0.06 milli- 
gram per cubic centimeter. The minimum amount of iron that can be 
detected is less than 0.00005 mg. 

2. The alkali and alkaline-earth metals do not interfere with the 
analysis. Magnesium may introduce a small error, if present in rela- 
tively large amount. Tschugaeff and Orelkin!” give the following 
experimental results: 

I. Solution contains 0.000848 gram Fe + 0.01995 gram Mg (as sulfate) per 100 cc. 


II. Solution contains 0.000606 gram Fe + 0.03325 gram Mg (as sulfate) per 100 cc. 
III. Solution contains 0.000303 gram Fe + 0.04987 gram Mg (as sulfate) per 100 cc. 


Fe per 100 Cc. 


Found, | Per Cent 


Present, Gram : 
: Gram Difference 


I. 0.000848 | 0.000854 O7 
II. 0.000606 
IIT. 0.000303 


0.000309 


tn | 0.0 


The analysis cannot be made in the presence of relatively large 
~ amounts of aluminum or zinc. 


1Z, anorg, Chem., 89, 401 (1914). 
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LEAD 


DETERMINATION OF LEAD AS THE SULFIDE 


WHEN hydrogen sulfide, ammonium sulfide, or alkali sulfides are 
added to very dilute solutions of lead salts, the solutions are colored 
brown because of the presence of lead sulfide in colloidal suspension. 
Other metals whose sulfides are colored must be absent. Since col- 
loidal suspensions are very sensitive to electrolytes, the concentration 
of the latter must be kept as small as possible and the same in both 
standard and sample. The coagulating action of the electrolytes may 
be prevented (or very much reduced) by forming the lead sulfide in 
the presence of gelatin or sugar. 


Metuop A.—ForMATION OF PbS In Acip SOLUTION 


Reagents. 

1. Nitric acid, 6 N. 

2. Sodium acetate, 3 N solution. 

3. Sugar solution. Use a 50 per cent solution made from pure cane 
sugar. 

4. Gelatin solution. Use a 1 per cent solution of pure gelatin. 

5. Hydrogen sulfide. Make a fresh solution by saturating water 
with thoroughly washed hydrogen sulfide. (See page 240.) 

6. Standard lead solution. Dissclve 0.1599 gram of pure lead 
nitrate, Pb(NOs)2, in water, add a few drops of nitric acid, dilute to 1 
liter and mix thoroughly. This solution contains 0.1 mg. of lead per — 
cubic centimeter. 

Procedure.—If the sample is a solid, weigh out an amount that 
contains between 0.005 and 0.25 mg. of lead, dissolve in 20 cc. of nitric 
acid, boil off the excess of acid, and dilute to 35 cc. If the sample is © 
water, a measured sample containing between 0.005 and 0.25 mg. of © 
lead is evaporated to a volume of about 35 cc. To the 35 cc. of solu- i 
tion add 3 drops of sodium acetate solution, 2 cc. of 6 N nitric acid, j 
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10 cc. of 50 per cent sugar solution (or 1 cc. of the gelatin solution), 
dilute to 50 cc., and mix thoroughly. Then add 2 cc. of freshly pre- 
pared hydrogen sulfide solution and mix genily by means of a glass 
plunger. Compare the color at once with that of a standard lead sul- 
fide suspension prepared along with the sample and under identical 
conditions as to concentration of reagents, order of mixing, etc. The 
comparison of color may also be made by the dilution and balancing 
methods. The standard lead sulfide solution is prepared by diluting 
10 cc. of the standard lead solution with about 700 cc. of water, and 
adding 200 cc. of 10 per cent sugar solution (or 20 cc. of 1 per cent 
gelatin solution), 3 cc. of sodium acetate solution, 40 cc. of 6 N nitric 
acid, 10 cc. of hydrogen sulfide, and water to make 1 liter. Mix 
thoroughly but gently. One cubic centimeter of this solution contains 
0.001 mg. of lead. 

If a number of determinations are to be made, a set of permanent 
standards can be prepared by mixing in the proper proportions solu- 
tions of copper, cobalt, and ferric sulfates (or chlorides). These 

_ standards are matched against freshly prepared lead sulfide solutions 
and then sealed in glass cylinders. For the preparation of permanent 
standards from colored inorganic salts, see H. V. Arny and C. H. Ring, 
J. Ind. Eng. Chem., 8, 309 (1916). 


Notes. 


1. Since the lead sulfide is in colloidal suspension, the intensity 
and shade of the brown color will depend upon the number and size 
of the lead sulfide particles. Hence, it is necessary that the sample 
and standard sulfide suspensions be prepared under as nearly the same 
conditions as possible. The mixing should be carried out gently so as 
not to cause agglomeration of the lead sulfide. 

2. The color of the sulfide suspensions will remain unchanged for 
at least half an hour if exposed to full daylight only when being com- 
pared. : 
3. A few drops of nitric acid are added to the standard lead nitrate 

solution to prevent formation and precipitation of a basic salt. 

4, The analysis is hindered by the presence of a considerable 
amount of iron. The latter cannot be removed by precipitation with 
“ammonium hydroxide, since the ferric hydroxide will carry down a 
part or all of the lead. In case iron interferes, use the alkaline ous 
method on page 253. | 
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5. The sodium acetate solution is added before adding the hydro- 
gen sulfide so as to obtain a clear brown solution and not a turbid 
one. Allen’s “ Commercial Organic Analysis,’ 4th ed., recommends 
clarifying the solution by passing it through a layer of animal charcoal. 
This must not be done, since 0.5 gram of charcoal may adsorb 1 mg. of 
lead. ! 

6. The sulfates are used in preparing permanent standards since the 
color of ferric sulfate solutions does not vary with the temperature as 
much as solutions of the chloride. The ferric sulfate is conveniently 
prepared by dissolving ferrous sulfate, adding the requisite amount 
of sulfuric acid, a few cubic centimeters of nitric acid, and boiling until 
all the nitric oxide is expelled. A large excess of acid should be avoided. 

7. In standardizing a set of permanent standards by mixing solu- 


Fic. 49.—Cooper Hewitt Mercury Light. (Courtesy of D. Van Nostrand Co.) 


tions of copper, cobalt, and ferric sulfates (or chlorides), the judgment 
of several pairs of eyes on the agreement, both in color tint and in 
depth of color, should be obtained before sealing the glass cylinders. 

8. The Cooper Hewitt Mercury Light is excellent for the colori- 
metric determination of lead as the sulfide, where an artificial light is 
desired. ‘‘ The yellow shades appear yellowish-green and may be 
matched more readily than the yellows obtained by daylight.” Fig- 
ure 49 illustrates the type of light recou nena by Scott for this 
work. ? 
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MeEtTHOpD B.—FoRMATION OF PbS IN ALKALINE SOLUTION 


Reagents. 


1, Sodium thiosulfate solution, 0.1 N. Dissolve 25 grams of sodium 
thiosulfate, NazS203-5H20, in freshly boiled (and cooled) distilled 
water and dilute to a liter with boiled water. 

2. Potassium cyanide solution. Dissolve 10 grams of potassium 
cyanide in water and dilute to 100 cc. 

3. Ammonium hydroxide, sp. gr. 0.88. 

4. Potassium sulfide solution, 10 per cent solution. 

' 5. Standard lead solution. Dissolve 0.1599 gram of pure 

lead nitrate, Pb(NO3)2, or 0.1831 gram of pure lead acetate, 
Pb(C2H302)2:3H2O, in water, dilute to a liter and mix thoroughly. 
One cubic centimeter of this solution contains 0.1 mg. of lead. 

Procedure.—A 35 cc. solution of the sample is prepared as directed 
in Method A, page 250. Add 2 cc. of 0.1 N sodium thiosulfate and 
heat the solution to incipient boiling. Remove the flame and let the 
solution stand about 5 minutes. Then add at once 1 cc. of 10 per cent 
potassium cyanide solution and a slight excess of concentrated ammo- 
nia. Boil gently until the solution becomes colorless, add 5 drops of 
10 per cent potassium sulfide solution, mix gently, and compare at 
once with a standard lead sulfide suspension prepared under the same 
conditions and along with the sample. Ti. 


Notes. 


1. Ferrous compounds, but not ferric compounds, are converted 
into a colorless (in dilute solution) compound, K4Fe(CN)6, which is 
not affected by alkaline sulfide. Theoretically, 1 mg. of iron requires 

7 mg. of potassium cyanide for conversion to potassium ferrocyanide, 
but in practice about 25 mg. of the cyanide to 1 mg. of iron should be 
used. 

_ The ferric iron, if present, must be reduced to ferrous iron and the 
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precipitation of Fe(OH)2 must occur within the sphere of action of the 
KCN. The ferric iron is reduced by sodium thiosulfate according to 
the following reaction: 


2FeCls + 2NaeS203 — 2FeCle + NaeSs0g + 2NaCl. 


2. Sodium thiosulfate is rarely pure as sold commercially, but may 
easily be purified by recrystallization. The carbon dioxide absorbed 
from the air by water decomposes the salt, with the separation of sulfur 
in the form of a finely divided precipitate. Freshly boiled distilled 
water which has been cooled out of contact with air should be used in 
the preparation of the thiosulfate solution. 

3. Where an artificial light is desired, the Cooper Hewitt Mercury 
Light is excellent. (See Note 8, page 252.) 
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DETERMINATION OF LEAD AS THE CHROMATE 


The method is based upon the yellow turbidity produced by 
adding potassium chromate to dilute solutions of lead salts. 


Reagents. 


1. Acetic acid, 6 N. 

2. Potassium chromate, 10 per cent solution. 

3. Standard lead solution. Dissolve 0.1831 gram of pure lead 
acetate, Pb(C2H302)2-3H20, in water, add a few drops of acetic acid, 
make up to 100 cc., and mix thoroughly. Dilution of 10 cc. of this 
solution to a liter gives a solution containing 0.01 mg. of lead per cubic 
centimeter. 

Procedure.—The sample should contain between 0.05 and 0.1 
mg. The sample, adjusted, by dilution or evaporation, to within the 
proper concentration, is placed in a Nessler cylinder and diluted to 
100 cc. Then add a drop of acetic acid and a drop of potassium chro- 
mate solution. If lead is present a turbidity appears slowly. After 
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standing half an hour the turbid solution is matched against a standard 
similarly prepared. 


Notes. 


1. A considerable excess of the chromate must be avoided. 

2. The results are satisfactory for lead down to 0.02 mg., but 
is not recommended for lower concentrations. 

3. The alkaline earth metals must be absent. 
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DETERMINATION OF LEAD BY DIPHENYL CARBAZIDE 


The method depends upon the formation of a violet-colored solu- 
tion when s-diphenyl carbazide in glacial acetic acid (Cazeneuve’s 


reagent) is added to a solution containing a small quantity of chromate. 


The intensity of the violet color is proportional to the amount of 
H2CrOxz present. A measured quantity (an excess) of standard dichro- 
mate solution is added to the lead solution, the lead chromate removed 
by filtration, and the excess chromate determined in the filtrate. 


Reagents. 


1. Nitric acid, 6N. 

2. Sodium sulfide, 5 per cent solution. 

3. Sodium acetate. Use pure solid. 

4. Diphenyl carbazide reagent (Cazeneuve’s reagent). Dissolve 
0.4 gram of pure s-diphenyl ae in 10 grams of glacial acetic 
acid. 

5. Standard potassium dichromate solution. Dissolve 0.1420 
gram of pure K2Cre0; in water, dilute to a liter, and mix thoroughly. 
One cubic centimeter of this solution is equivalent to 0.2 mg. of lead. 

Procedure.—The lead is precipitated in the usual way as PbS, 
filtered, the precipitate washed with 5 per cent NaeS solution, dissolved 
in boiling dilute HNO3, evaporated to dryness, and the residue heated 
to 130°-150° C. for 1 hour. Cool, dissolve the residue in 10 cc. of 
_ water, evaporate again, cool, dissolve the residue in 5 cc. of water, and 
add a crystal of sodium acetate to remove the last trace of nitric acid. 
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The neutral lead solution thus formed is added to 25 cc..of the standard 
potassium dichromate solution. Now add 0.1 gram of pure, finely 
divided asbestos, shake the mixture for 10 minutes, filter, and bring 
the filtrate up to 100 cc. with the washings. Mix thoroughly the fil- 
trate and test 5 cc. of it for excess of K2Cr2O7 by adding 2 drops of 
nitric acid and 1 drop of diphenyl carbazide reagent. If an excess of 
Ke2Cr207 was used to precipitate the lead, the solution turns violet. 
If an excess of K2Cr2O7 was not added, evaporate total filtrate 
to dryness, and add it to another 25 cc. of the standard potas- 
sium dichromate solution, etc., as before and make a second test with 
diphenyl carbazide reagent. The excess K2Cr2O7 is estimated by 
matching the intensity of the violet colored solution against that of a 
standard K2Cr207 solution similarly treated with the diphenyl car- 
bazide reagent. The methods of balancing or diluting are convenient. 
By subtracting the excess of K2Cr2O7 solution from the total amount 
added the amount that reacted with the lead is obtained. 


Notes. 

1. The diphenyl carbazide reagent (Cazeneuve’s reagent) gives a 
stable violet color to the solution when 1 part of Cr is present in 10 
million parts of solution. 

2. If the K2Cr207 solution were added to a neutral or even faintly 
acid solution of a lead salt, basic lead chromate of variable composition 
would be formed instead of neutral PbCrO. 

3. This method is applicable to the determination of small quanti- 
ties of lead in tinning baths, canned goods, and solders. [See Breteau 
and Fleury, J. pharm. chim. 10, 265 (1914)]. About 1 gram of the 
sample is fused in a crucible with a mixture of 3 grams of NagCO3 and 
3 grams of pure S. Dissolve the Sn with boiling water, take up the 
PbS, CuS, and FeS with the smallest amount of HCl and Br water, 
boil, reduce the Fe completely by SOz, and’add an excess of both KCN 
and KOH. Add NaS to the solution. Only PbS will be precip- 
itated. The PbS is filtered, washed with 5 per cent NagS solution, 
and estimated as given in the procedure above. The other constit- 
uents may be determined by the usual methods. 
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DETERMINATION OF LEAD BY HEMATIN 


Moffatt and Spiro? describe a method for the colorimetric esti- 
mation of lead based upon the blue color obtained when 0.5 to 1 cc. of 
a hematin (0.5 gram per liter) solution is added to solutions containing 
small amounts of lead. The method is applicable to the determination 
of lead in drinking water. One part of lead in two million parts of 
solution can be recognized. Cu, Zn, and Fe should be absent. 


DETERMINATION OF LEAD BY ANILINE 


Morgan* gives a simple method for the determination, in a semi- 
quantitative way, of lead dioxide in the presence of litharge based 
upon the oxidation of aniline to aniline purple. The method has been 
used successfully with rubber work where it is important to know the 
amount of oxidizing agent present. With slight alterations it is appli- 
cable to the determination of oxidizing agents in general where they 
occur as impurity with non-oxidizing agents. 

Procedure.—About a 5 gram sample of litharge is boiled one 


_ minute with a solution of 2 grams of aniline hydrochloride dissolved in 


10 cc. of water and 5 cc. of concentrated hydrochloric acid. The solu- 
tion is cooled (to separate any PbCly), filtered, and the filtrate com- 
pared with standards made by adding known amounts of PbO: to the 
aniline hydrochloride solution. 

Note.—Since the color reaction depends upon the oxidizing power 
of the dioxide only, it is not necessary to convert the litharge into lead 
chloride. 


DETERMINATION OF LEAD BY SODIUM BISULFITE 


This method® is based upon the milky turbidity produced when 
sodium bisulfite is added to a solution containing a small amount of 
lead. The reaction is said to be sensitive to 1 part of lead in 20 million 
parts of solution. 

Procedure.—Fifty cubic centimeters of the sample are mixed with 
50 cc. of a 2 per cent solution of NaHSO3. If a turbidity forms in a 
few minutes the lead content is about 1 part in a million. 

Note.—Cu, Ag, Ni, Fe, Al, Mg, and Ca have no influence on the 
reaction; Ba and Sn (especially stannous tin) should be absent. 

3 Chem. Ztg. 31, 639 (1907). 


4J. Ind. Eng. Chem., 11, 1055 (1919). 
5V. N. Ivanov, Chem. Ztg., 38, 450. 
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DETERMINATION OF LEAD IN URINE AND FECES 


MeruHop oF KEHOE, EpGar, THAMANN AND SAUNDERS® 

This method was developed in the course of an extensive investiga- 
tion of the excretion of lead in the human subject. It is a modifica- 
tion of Fairhall’s chromate titration method,’ the final analysis being 
made colorimetrically by adding a 1 per cent solution of pure s-diphenyl 
carbazide in glacial acetic acid to an aliquot portion of the lead chro- 
mate solution obtained from the sample. The aliquot should not con- 
tain more than 0.4 to 0.5 mg. of lead, the best results being obtained 
with about 0.2 mg. 


Reagents. (See Note 2) 


1. Hydrochloric acid, sp. gr. 1.19. 
2. Hydrochloric acid, 1 : 1. 
3. Hydrochloric acid, 1 > 2. 
4. Hydrochloric acid, 10 per cent (by volume). 
5. Nitric acid, sp. 1.42. 
GwNitric acid, 1954 
7. Acetic acid, 5 per cent. 
8. Ammonium hydroxide, sp. gr. 0.90. 
9. Sodium hydroxide, 25 per cent. Use sodium hydroxide free 
from iron and aluminum. 
10. Hydrogen sulfide. Use thoroughly washed hydrogen sulfide 
gas. See p. 240. 
11. Hydrogen sulfide water. Use a freshly prepared saturated 
solution containing 1 cc. of concentrated hydrochloric acid per liter. 
12. Potassium chromate, 1 per cent. 
13. Methyl red, 0.1 per cent. Dissolve 0.1 gram of meme red in 
100 cc. of 95 per cent alcohol. 
14. Phenolphthalein. Use a slightly alkaline water solution. 
15. s-Diphenyl carbazide reagent. Use a 1 per cent solution of 
chemically pure s-diphenyl carbazide in glacial acetic acid. : 
16. Whatman filter paper No. 40. 7 cm. and 12.5 cm. 
17. Standard lead chromate solution. Dissolve 0.1560 gram of. 
pure lead chromate in 200 cc. of 10 per cent hydrochloric acid, dilute to 
a liter, and thoroughly mix. Check the solution colorimetrically 


6 J. Am. Med. Assocn., 87, 2081 (1926), 
J. Ind, Hyg., 4, 9, (1922), 
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against standard potassium dichromate solution. One cubic centi- 
meter of the standard lead solution contains 0.1 mg. of lead. 

Procedure for Urine.—As soon as the sample of urine is received, 
measure its volume and make ammoniacal. After standing for at 
least 12 hours, the sample is filtered on 18 cm. folded filter paper, 
care being taken that all of the precipitate is transferred to the filter. 
Without being washed, the filter paper is transferred to a silica or por- 
celain dish and, after being dried on a steam-plate, is ignited in an 
electric muffle furnace at a temperature not exceeding 600° C. When 
the organic matter has been completely destroyed, the residue is 
treated as follows: The ash is moistened carefully with distilled water 
and 5 cc. of concentrated hydrochloric acid are added, together with 
enough water to make the volume about 25 cc. The mixture is digested 
on a steam-plate and then filtered into a 400 cc. beaker, any residue 
being washed six times alternately with hot 10 per cent hydrochloric 
acid and hot water. (The filtrate in the beaker should contain all the 
lead. The residue is usually insignificant and may be disregarded.) 

The solution is neutralized by adding 25 per cent sodium hydroxide 
solution until a faint turbidity persists. If too much sodium hydrox- 
ide is added, the solution is treated with hydrochloric acid until it is 
perfectly clear and sodium hydroxide again added until a faint turbid- 
ity appears. In some cases addition of sodium hydroxide causes no 
turbidity, even after the sample is distinctly alkaline to methyl red. 
To avoid excess of alkali in these cases methyl red is added to all sam- 
ples. When the samples contain sufficient calcium phosphate to give 
the turbidity mentioned the reaction of the indicator is ignored. In all 
other cases the sample is made just alkaline. 

The solution is diluted to 300 cc. and after cooling, if necessary, 1s 
treated with hydrogen sulfide gas for one hour and allowed to stand 
overnight. The mixture is filtered on a 12.5 cm. Whatman No. 40 
filter paper, any precipitate being transferred to the paper by-means of 

_ freshly prepared hydrogen sulfide water acidified with 1 cc. of con- 
 centrated hydrochloric acid per liter. The paper and its contents are 

transferred to the beaker in which the sulfide precipitation was made. 
; The sides of the beaker are washed down with 25 cc. of warm (1 : 1) 
hydrochloric acid containing 10 drops of concentrated nitric acid. 
The mixture is digested with acid until all sulfides are dissolved and the 
paper thoroughly white. The solution is diluted to 50 cc. with hot 
water and is filtered, the residue being washed fifteen times with hot 
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water. To the filtrate (about 400 cc.) is added 4 drops of a solution 
of methyl red, to which it is made just alkaline with 25 per cent sodium 
hydroxide, then just acid with (1 : 2) hydrochloric acid, after which 
1 cc. of (1 : 2) hydrochloric acid is added in excess. This is diluted to 
300 cc. and after cooling is treated with hydrogen sulfide gas for one 
hour and allowed to stand overnight. 

Filter the mixture on a 12.5 cm. Whatman No. 40 filter paper, the 
precipitate being transferred to the paper by means of freshly pre- 
pared hydrogen sulfide water containing 1 cc. of concentrated hydro- 
chloric acid per liter. The beaker is washed carefully with this wash 
water and the filter is washed ten times. The sulfides are dissolved 
from the paper with from 10 to 20 cc. of hot (1:1) nitric acid, the 
solution being caught in the beaker in which the precipitation was 
made. The paper is washed fifteen times with hot water. The sides 
of the beaker and the inside and outside of the tube from the hydrogen 
sulfide generator are washed with hot (1 : 1) nitric acid. The solution 
is evaporated to 5 cc., diluted to 25 cc. with hot water, and filtered 
through a 7 cm. filter paper into a 150 cc. beaker. The beaker is care- 
fully washed with hot water and the filter paper is washed fifteen times 
with hot water. The filtrate and washings are evaporated to 25 cc. 
and neutralized with 25 per cent sodium hydroxide, free from iron and 
aluminum, a slightly alkaline water solution of phenolphthalein being 
used as indicator. 

Make the solution faintly pink by adding alkali, add 5 per cent 
acetic acid until the color is just discharged, and then add 2 cc. of the 
acid in excess. Bring the solution to boiling and add 1 cc. of 1 per cent 
potassium chromate solution. Place the mixture on a steam-bath for 
one hour and allow it to stand in a warm place overnight. It is then 
brought to boiling, filtered on a 7 cm. ashless filter paper, the beaker 
being washed carefully with hot water, and the filter paper being 
washed fifteen times with hot water. Any residue is dissolved in from 
5 to 15 cc. of cold (1 : 1) hydrochloric acid, the paper being washed at 
once with cold water, the solution and washings being caught in the 
beaker in which the chromate precipitation was made. The sides of 
the beaker and the stirring rod are washed with cold (1 : 1) hydro- 
chloric acid. 


For the analysis an aliquot portion of the solution of lead chromate : 
obtained above is taken, which should contain not more than 0.40 


to 0.50 mg. of lead, the best results being obtained with about 0.20 mg. 
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The sample is diluted to about 100 cc. in a Nessler tube, and an equal 
volume of water to which has been added a quantity of hydrochloric 
acid equivalent to that in the sample taken for analysis is put into 
another Nessler tube. Two cubic centimeters of diphenyl carbazide 
reagent are added to each tube. From the color which develops in 
the tube containing the sample, a rough estimate is made of the quan- 
tity of lead present, and an amount of standard lead chromate slightly 
smaller than this is added to the tube that is to be the standard. The 
colors of the two solutions are compared, and standard lead chromate 
is added drop by drop to the standard tube until an exact match is 
obtained. 

Procedure for Feces.—Transfer the sample of feces to a silica dish 
and dry on a steam-plate to “ apparent dryness.” No attempt need 
be made to bring the feces to constant weight. The sample of dried 
feces is ashed in a silica dish in an electric muffle at from 500° to 600° C. 
When the organic matter is apparently destroyed, the residue is moist- 
ened with water, acidified with hydrochloric acid and digested on the 
steam-plate for some time. The mixture is then filtered, the residue 
washed with hot dilute hydrochloric acid and hot water, and the filter 
paper and its contents returned to the silica dish in which the original 
ashing was done. After being dried on the steam-plate, the dish and 
its contents are returned to the furnace and ashed again at from 500° to 
600° C. The residue is treated with water and hydrochloric acid as 
before and, after being digested on the steam-plate, is filtered, the fil- 
trate being added to the first filtrate. The residue may contain traces 
of lead, and may be brought into solution with hydrofluoric acid and 
added to the main solution. However, the experience of Kehoe ef al.§ 
showed that after careful washing the residue will not contain an 
appreciable quantity of lead and may be neglected. The solution 
obtained from the feces is diluted and neutralized with 25 per cent 
sodium hydroxide, exactly as described above in the procedure for 
urine. 

The remainder of the analysis is exactly like that described for the 

analysis of urine, except that the second hydrogen sulfide precipitation 

is repeated, a third precipitation being made exactly as the second. 
The precipitation as chromate and the colorimetric determination are 
made just as in the case of urine. 


8 Loc, cit. 
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Notes. 

1. Obviously a standard colorimeter may be employed in place of 
the Nessler tubes. In any case, it is essential that the amounts of 
lead in the standard and the unknown be as nearly identical as pos- 
sible. 

2. Lead-free reagents must be employed throughout. It is possible 
to purchase them in the market, but they must be carefully tested for 
lead before being used. Pyrex glass beakers, flasks, wash bottles, etc., 
and soda glass funnels are satisfactory. For ashing feces and urine 400 
cc. opaque silica dishes may be used. The containers for the samples 
may be of soft glass. The following table shows the amount of lead in 
materials used in tests by Kehoe ef al.:° 


TABLE XVII 
Article Quantity Lead in Mg. 
PY Texte. Has 55 ie oan hte | 1.0205 grams On22" 
Silicas dish aie aoc corer aie 8 atele 6 Riera ROR Re eae 3.5415 grams Nil 
Softiglass funnel. dian tues ee eee ee eee 1.4395 grams 0.13 
Mason tars tie otic. teste Lae ee 1.2775 grams 0.24 
Glass ups sone Qeit sakes, carne oho Sanne ee 1.0555 grams 0.02 
Concentrated hydrochloric acid, specific gravity 1.19... 100 ce. Nil 
Concentrated nitric acid, specific gravity 1.42......... 50 ce. Nil 
Sodium'hydroxidey25 per cent me seaside eee 200 cc. Nil 
Ammonium hydroxide, 28 per cent..................- 50 ce. Nil 
WhatmanshltenipaperiN on 0 eri lsat eee ere 25-12.5 cm. 0.03 
Mtinictellltiilter pap emiNon le teste ey eee eee 25-7 cm. Nil 


The data in the table show that the glassware employed contained 
traces of lead when considerable weights of it were decomposed with 
hydrofluoric acid and analyzed; but it appears that no appreciable 
lead can enter the samples from this source, since the amount of glass 
actually dissolved is extremely small. This is borne out by the fact 
that numerous blank determinations on reagents were obtained when 
the same glass and the same technique were used. 

3. The ordinary technique of good analytic work must be observed 
‘most scrupulously if satisfactory results are to be obtained in analyzing 
organic material for small amounts of lead. Precautions as to the 
cleanliness of the laboratory and the apparatus are essential. If 
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practical, no other work than the lead analyses should be carried out 
in the laboratory employed for the purpose. 

4, Fairhall!° has shown that ammonia precipitates practically all of 
the lead from urine, it being carried down with the alkaline-earth 
phosphates. The procedure is much more convenient than that 
involving the evaporation of the urine, and Kehoe e¢ a/.!! have verified 
its adequacy. [If it is in error at all, it is in the direction of giving 
slightly low results. 


10 J. Biol. Chem., 60, 485 (1924). 
1t Loc. cit. 
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MAGNESIUM 


DETERMINATION OF MAGNESIUM BY THE BELL-DOISY REACTION 


Tuts method is based upon the fact that various phenols do not 
reduce MoOs3 but do reduce phosphomolybdic acid. Hydroquinone 
is the phenol selected for use in the method. The magnesium is sep- 
arated as magnesium ammonium phosphate and the latter converted 
into phosphomolybdate, which in turn is treated with the hydro- 
quinone and carbonate-sulfite solutions of Bell and Doisy,! and the 
resulting color matched against a standard. 

The method is applicable to the determination of small quantities 
of magnesium in urine, blood, tissue extracts, and incinerations. 


Reagents. 


1. Hydrochloric acid, 0.1 N. 

2. Ammonium hydroxide, 10 per cent. 

3. Di-ammonium hydrogen phosphate. 

4, Alcohol, 90-95 per cent. 

5. Ammonium molybdate. Dissolve 50 grams of ammonium 
molybdate, (NH4)2 MoOg, in a liter of N H2SOx. Five cubic centi- 
meters of this solution should give no color when treated with 5 cc. of 
(6) and, after 5 minutes, with 25 cc. of (7). If the molybdate contains 
phosphate it may be purified according to the method of Bell and 
Doisy. (See Note 1.) 

6. Hydroquinone. Dissolve 20 grams in a liter and add 1 cc. of 
concentrated sulfuric acid. 

7. Carbonate-sulfite solution. To 400 cc. of 20 per cent sodium 
carbonate add 15 grams of sodium sulfite dissolved in 100 cc. of water 
and filter. 


1R. D. Belland E. A. Doisy, J. Biol. Chem. 44, 55 (1920); B. Kramer and F. F. Tisdall, 
ibid., 48, 1, 223 (1921); Bull. Johns Hopkins Hosp., 32, 44 (1921); A. P. Briggs, J. Biol. 
Chem., 52, 349 (1922); F. S. Hammett and E. T, Adams, ibid., 52, 211 (1922); ibid., id : 

565 (1922). 
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8. Standard phosphate solution. Dissolve 4.388 grams of potas- 
sium di-hydrogen phosphate, KH2POz, in water, dilute to a liter and 
thoroughly mix. Preserve with CHCls. One cubic centimeter con- 
tains 1 mg. of P. The weight of P found multiplied by 0.7838 gives 
the amount of Mg present in the sample. 

Procedure.—After precipitation of the calcium with ammonium 
oxalate according to Kramer and Tisdall,? pipette off 5 or 10 cc. of the 
clear supernatant liquid, put into a 25 cc. centrifuge tube, add, drop 
by drop, 1 cc. of di-ammonium hydrogen phosphate solution, and 
then 2 cc. of ammonium hydroxide, also added drop by drop. Thor- 
oughly scratch the sides of the tube and allow the mixture to stand 
overnight. The precipitate is then centrifuged off, washed twice 
with 10 per cent ammonium hydroxide and once with ammoniacal alco- 
hol, dried at 70° C., and dissolved in 10 cc. of 0.1 N hydrochloric acid 
in the tube. Transfer the solution to a 25 cc. volumetric flask. Ina 
second 25 cc. volumetric flask place 5 cc. (0.05 mg. P) of the standard 
potassium di-hydrogen phosphate solution. To both flasks add 5 cc. 


' of distilled water (phosphate-free), 1 cc. of the molybdate solution, 


and 2 cc. of the hydroquinone solution. After standing 5 minutes, 
add to each flask 10 cc. of the carbonate-sulfite solution. Dilute 
the solutions to 25 cc., mix thoroughly, and after 5 or 10 minutes com- 
pare in a colorimeter. The amount of P found multiplied by 0.7838 
gives the quantity of Mg in the sample removed from the super- 
natant liquid from the calcium precipitation. 


Notes. 


1. If the ammonium molybdate contains phosphate it may be 
purified by dissolving 150 grams in a liter of water and adding the 
solution to a liter of a solution containing 375 cc. of concentrated nitric 
acid (sp. gr. 1.42), mixing, and then adding 200 grams of ammonium 


- nitrate and allowing to stand for several days in a warm place. The 


precipitate is filtered off and the filtrate mixed with 2 volumes of alcohol 
and enough ammonium hydroxide added to leave the solution only 
slightly acid to litmus. The ammonium molybdate is filtered off in a 
few minutes, washed with 50 per cent alcohol, and dried. 

2. The magnesium determinations have a tendency to be a little 
low. ‘This is due either to incomplete precipitation or to solution 
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during washing, but with care the loss can be held to within about 
se pemcenta 

3. The carbonate-sulfite solution should not be over 2 weeks old 
and should have been kept in a tightly stoppered bottle. Fading of 
the color, which is due to oxidation of the sulfite to sulfate, is thus 
avoided. 

4. The separation of magnesium ammonium phosphate by centrifu- 
gation is preferable to filtration because the best acid-washed asbestos, 
or pulp made from the best grade of filter paper, contains sufficient 
phosphate, or other substances capable of giving the Bell-Doisy 
reaction, to yield a well-defined colorimetric test.* 


DETERMINATION OF MAGNESIUM BY SEPARATION AS MAGNESIUM 
AMMONIUM PHOSPHATE AND ESTIMATION OF THE, 
PHOSPHATE AS PHOSPHOMOLYBDATE 


The method® depends upon the quantitative separation of the 
magnesium by precipitation as magnesium ammonium phosphate, 
dissolving the precipitate in nitric acid, and estimating the phosphate 
by comparing with a standard the yellow color developed upon adding 
ammonium molybdate solution. The color is proportional to the 
amount of phosphate present, and hence to the magnesium content. 
The method is applicable to the estimation of magnesium in water or 
in various substances containing a small amount of magnesium. 


Reagents. 


1. Nitric acid, sp. gr. 1.07. 

2. Ammonium hydroxide, 6 N. 

3. Ammonium hydroxide wash solution. Dilute 1 part of strong 
ammonia (sp. gr. 0.90) with 9 parts of water. The ammonia must be 
free from silica and, hence, only redistilled ammonium hydroxide 
should be used. 

4, Ammonium molybdate solution. Fifty grams of the pure salt 
are dissolved and the solution diluted to a liter. 

5. Standard phosphate solution. Dissolve 0.5043 gram of pure, 
freshly crystallized di-sodium hydrogen phosphate, NazHPO4-12H20, 
in water, add 100 cc. of nitric acid (sp. gr. 1.07), dilute to a liter, and 

3 F, S, Hammett and E, T. Adams, J. Biol. Chem., 62, 211 (1922), 


i 
4F.S, Hammett and E. T. Adams, J. Biol. Chem., 54, 565 (1922). nee | 
5 QO, Schreiner and W. S. Ferris, J. Am. Chem. Soc., 26, 961 (1904). : | 
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thoroughly mix. One cubic centimeter of this solution is equivalent 
to 0.1 mg. of P2Os or 0.0342 mg. of Mg. 

6. Standard colorimetric solution. Dilute 10 cc. of the standard 
phosphate solution (3) to about 80 cc., add 9 cc. of nitric acid (2) and 
8 cc. of ammonium molybdate solution (1), and dilute to 100 cc. 
Mix thoroughly and allow to stand 20 minutes. One cubic centimeter 
of this solution is equivalent to 0.01 mg. P2Os5 or 0.00342 mg. mag- 
nesium, i.e., the amount of phosphorus as P20; is multiplied by the 
factor 0.342 to give the amount of magnesium present. The factor 
to represent the result in terms of MgO is 0.568. 

7. Ammonium oxalate. Saturated solution. 

8. Phosphate reagent. Dissolve 17.4 grams of di-potassium hydro- 
gen phosphate, K2HPO,, and 100 grams of ammonium chloride in 
about 900 cc. of water, add 50 cc. of ammonia (sp. gr. 0.90), and dilute 
to a liter. One cubic centimeter of this solution will precipitate 2.4 
mg. of magnesium. 

9. Filter paper. Use only silica-free paper. 

Procedure.—Measure out a sample which contains between 
0.00003 and 0.0001 gram of magnesium and dissolve if a solid. Make 
the solution faintly ammoniacal by adding 1 drop excess of 6 N ammo- 
nium hydroxide and add 2 or 3 drops of the ammonium oxalate solu- 
tion. Evyaporate to dryness on a water-bath, cool, and add 1 cc. of 
the phosphate solution. Thoroughly stir the precipitate and allow to 
stand 2 or 3 hours. Then wash down the sides of the dish with 5 cc. 
of ammonium hydroxide wash solution and filter off, on a small filter, 
the magnesium ammonium phosphate. Repeat washing the dish with 
successive small amounts of the wash liquid until all the precipitate 
has been transferred to the filter, finally washing down the filter until 
the filtrate measures about 50 cc. Wash the dish once with about 5 cc. 
of cold water, allowing the water to run through the filter in such a way 
as to washit. Reject the washings and place a small beaker under the 
funnel. Add 5 cc. of nitric acid to the evaporating dish, thoroughly 

spread it so as to insure complete removal of any precipitate that may 
have remained on the sides of the dish and then pour the solution 
through the filter in such a way as to wet the whole of it. Wash the 
dish four or five times with hot water (about 5 cc. each time) and con- 
tinue washing the filter until the filtrate increases to about 45 cc. 
Cool the filtrate, add 4 cc. of the ammonium molybdate solution, dilute 
» 50 cc., mix, let stand 20 minutes, and compare the color with that 
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of the standard phosphate solution, by the balancing or dilution 
method. 


Notes. 


1. The yellow color which develops is at its maximum intensity 
after 20 minutes and, hence, the solution must be allowed to stand 
this period before making the comparison. If the color is too strong 
for direct comparison with the standard, an aliquot part is used. 

2. Great care must be taken to add enough of the molybdate 
reagents. The 5 cc. of nitric acid and 4 cc. of ammonium molybdate 
solution given in the procedure are sufficient only up to about 0.0003 
gram of magnesium. When a second portion of these reagents is 
required (as indicated by the amount of precipitate or development of 
color), the solution is diluted with water at the same time so as to keep 
the concentration of the reagents the same, 1.e., 5 cc. HNOs and 4 cc. 
of molybdate solution per 50 cc. of the solution. 

3. The 2 or 3 drops of ammonium oxalate solution are added before 
adding the phosphate reagent in order to prevent the calcium precip- 
itating as calcium phosphate. 

4, Silica gives a yellow color with the molybdate reagent as does 
phosphate and, hence, must be removed. In fact, the color produced 
by the silicomolybdates is even more intense than that of the phos- 
phomolybdates.® Since an alkaline liquid is used throughout the 
procedure, dissolved silica will always be present and is removed in the 
rejected washings. The last washing must be made with pure water 
on account of traces of dissolved silica always present inammonia water. 
Use only freshly distilled ammonia for preparing the wash solution. 

5. If the sample is a solid, it is dissolved in the smallest amount of 
nitric or hydrochloric acid possible and the excess acid removed by 
evaporation to dryness. The residue is dissolved in water and the pro- 
cedure continued in the usual way. Should the sample be a liquid, say 
a potable water, it may be necessary to concentrate by evaporation. 
The magnesium content of the sample should be between 0.03 and 
0.1 mg. 

6. The standard phosphate solution is acidified with nitric acid in 
order to lessen contamination with silica from the glass bottle. 

7. Any coloring matter in the sample is entirely removed or 
destroyed during the procedure and, hence, has no influence on the 
final color comparison. 

°O. Schreiner and B. E. Brown, J. Am, Chem, Soc., 26, 1463 (1904). 
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8. The method is applicable to natural water or to soil and plant 
extracts. The presence of other salts, in amounts likely to be present, 
has no influence on the accuracy of the method beyond the possible 
error of reading the colorimeter. 

The following results show the limits of accuracy of the method. 
They are taken from a list of 22 determinations made by Schreiner and 


Ferris,’ and are representative. 


chlorides. 


TABLE XVIII 


Milligrams Mg 


All the solutions contained (in addi- 
tion to magnesium) calcium and potassium sulfates, nitrates, and 


Parts Mg per Million 
of Solution 


Present Found Present Found 
1.265 1-311 25.30 26,22 
0.949 0.984 18.98 19.68 
| 0.632 0.610 12.64 12220 
0.474 0.490 9.48 9.80 
0.316 (ey ks) 6Fo2 6.26 
0.190 0.190 3.80 3.80 
0.063 0.074 1.26 1.48 
0.025 0.045 0.50 0.90 


Schreiner and Ferris also tested the efficiency of the procedure 
All the solutions contained more than 5 parts 
of silica per million of solution, as well as salts of calcium and potas- 
sium. The following are representative results of S. and F.: 


in the removal of silica. 


TABLE XIX 


Milligrams Mg © 


Parts Mg per Million 
of Solution 


Present 


® 0.316 
0.158 
0.079 
0.040 


7 Loc. cit. 


Found 


0.316 
0.147 
0.088 
0.055 


Present 


6.32 


— 
one 
oo A 


Found 


6.32 
2.94 
1G 
1.10 
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DETERMINATION OF MAGNESIUM AS THE OLEATE 


The method ® depends upon the formation of a pale yellow color due 
to a colloidal suspension of magnesium oleate. Since calcium produces 
a similar color, it must be removed. 


Reagents. 

1. Ammonium chloride reagent. Dissolve 100 grams of NH4Cl 
and 9 grams of NHg and dilute to a liter. 

2. Oleic acid reagent. Dissolve 2 grams of oleic acid and 0.5 gram 
of KOH in 600 cc. of 95 per cent alcohol and 400 cc. of water. 

Procedure.—A sample is taken which contains 0.008 to 0.1 mg. of 
MgO. Dissolve, if a solid, and treat the solution with 2 cc. of the 
ammonium chloride reagent and 1 cc. of the oleic acid reagent. Dilute 
the solution to 50 cc., allow to stand 2 hours, and then compare the 
color with that obtained with known quantities of magnesium. 


8 A. Grégoire and T. Sola, Bull. soc. chim. Belg., 32, 131 (1923). 
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MANGANESE 


DETERMINATION OF MANGANESE BY OXIDATION WITH PERSULFATE 


THE method is based upon the oxidation of manganese to perman- 
ganate, the permanganate ions imparting a pink to red color to the 
solution, depending upon the concentration. ! 


Reagents. 


1. Nitric acid or sulfuric acid, 6 N. 

2. Ammonium or potassium persulfate, C. P. solid. 

3. Silver nitrate; 0.2 N. 

4. Standard permanganate solution. The use of an old standard 
permanganate solution, whose iron factor is known, is recommended. 
To obtain the manganese factor, multiply the iron factor of the solu- 
tion by 0.2952. 

If a new standard is to be made up, dissolve 0.1438 gram of pure 
potassium permanganate in water and dilute to 100 cc. Thoroughly 
mix and dilute 10 cc. of the solution to one liter, after adding 10 cc. 
of dilute nitric acid. This solution contains 0.05 mg. of manganese per 
cubic centimeter. All water used in dissolving and diluting the 
potassium permanganate in the preparation of the standard should be 
distilled from alkaline permanganate and redistilled. 

Procedure.—A sample is weighed out according to its manganese 
content (see Note 1), dissolved in dilute nitric or sulfuric acid, and any 
silica present is filtered off and washed with a minimum of water. 
Add 10 cc. of the silver nitrate solution and crystals of ammonium or 
potassium persulfate sufficient to oxidize all the manganese to per- 
manganate. The solution contained in a comparison cylinder or a 
00 cc. volumetric flask is placed in a tall beaker of boiling water and 
lowed to remain until the maximum intensity of pink has developed. 
‘he solution is then cooled to room temperature under the water tap, 


-H. Marshall, Chem. News, 838, 76 (1901). 
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diluted to the mark, thoroughly mixed, and the whole of it, or an 
aliquot part, compared against a standard permanganate solution by 
the method of duplication, balancing, or dilution. For the balancing 
or dilution method, 100 cc. of the standard may be diluted to 500 cc. 
with freshly boiled and cooled water. This gives a standard solution 
containing 0.01 mg. of manganese per cubic centimeter. (See Note 8.) 


Notes. 


1. For a manganese content between 0.02 and 0.25 per cent, use a 
0.5 gram sample; for a content between 0.25 and 4 per cent, use a 
0.25 gram sample. When more than 4 per cent of manganese is pres- 
ent, a 0.1 gram sample is taken, or an aliquot part of its solution. 

2. Chromium is practically the only metal that interferes, and it 
only when present in considerable excess of the permanganate. When 
a large amount of iron is present, as in steel analysis, phosphoric acid 
is added to prevent its precipitation or the formation of a yellow color. 

3. The small quantity of silver nitrate is added as a catalytic agent 
in the oxidation by the persulfate. Without silver nitrate the oxida- 
tion is very slow and uncertain. Marshall? discovered this catalyzing 
action of silver nitrate and suggested the following mechanism. The 
ammonium or potassium persulfate solution undergoes the following 
decomposition in the presence of a small quantity of silver nitrate: 


4(NH4)2S20s + 3H2O ==? 7NH4HSO.4 + HeSO4 + HNOs. 


“Such actions seem to depend on the formation and decomposition 
of silver peroxide, which is probably produced by action of water on 
silver persulfate: 


AgeS20s + 2H2O =? 2H2SO4 + AgeOe.”’ 


4. In case free chlorine or hydrochloric acid is present in the 
solution of sample, an excess of silver nitrate must be added to pre- 
cipitate the chlorine, and the additional quantity added as the cata- 
lyzer. A trace of chloride would give an opalescent solution and 
hence would interfere with the comparison. 

5. If chromium is present in too large a quantity, an excess of 
ammonium hydroxide is added to the solution after oxidation with 
persulfate. This precipitates the manganese as hydrated oxide, 
together with silver hydroxide and a few other metals. The chro- 
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mium, however, remains in solution as chromate. The precipitate is 
filtered off, dissolved in nitric acid, ammonium or potassium persul- 
fate added, and the solution placed in a beaker of warm water as 
described in the Procedure. 

6. As little as 0.002 mg. of manganese per cubic centimeter can be 
detected by the distinct pink coloration the permanganate imparts to 
the solution. 

7. The persulfate method is erratic in the absence of the silver 
nitrate (Ag ions) catalyzer, and, even with the catalyzer, fairly close 
control of the concentration of acid and of manganese and of the time 
of heating is necessary to obtain accurate results and to prevent the 
precipitation of manganese dioxide. Oxidation is sometimes incom- 
plete; the true permanganate color is not always obtained, and the 
color frequently fades after a short time. 

8. If the highest degree of accuracy is desired, the standard perman- 
ganate solution should be reduced to manganous sulfate with sulfur 
dioxide, the excess expelled by boiling, the solution cooled and diluted 
to a convenient volume with redistilled water. A measured volume 
of this solution is then oxidized by persulfate under conditions identical 
with those used in oxidizing the sample. The tint of both sample 
solution and standard should then be the same and, hence, should 
permit greater accuracy in the comparison. 


DETERMINATION OF MANGANESE BY OXIDATION WITH PERIODATE 


METHOD OF WILLARD AND GREATHOUSE? 


This method depends upon the oxidation in acid solution of man- 
ganous salts to permanganate by means of periodate, the reaction 
being represented by the following equation: 


2Mn(NOs)2 + SKIO4 + 3H20 > 2HMnOz + SKIO3 + 4HNOs. 


Only a small excess of periodate is required, but the reaction must 
be carried out in an acid solution sufficiently concentrated to prevent 
precipitation of the manganese. 
_ The method is especially adapted for the determination of man- 
anese in water, soil, ores, iron, and steels. It is free from all the faults 
f other methods and yields results of a high degree of accuracy. 


©], Am. Chem. Soc., 39, 2366 (1917). 
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Reagents. 

1. Sulfuric acid, sp. gr. 1.84; nitric acid, sp. gr. 1.42; or phosphoric 
BCI wep. ory le 10) 

2. Potassium or sodium periodate. Solid. 

3. Standard manganous sulfate solution. This solution is pre- 
pared by reducing an accurately measured volume of standard per- 
manganate solution with sulfur dioxide, boiling off the excess of sulfur 
dioxide, cooling, and diluting to the proper volume to give a manganese 
concentration of 0.1 mg. per cubic centimeter. The permanganate 
solution is prepared by dissolving the best grade of ‘‘ analyzed ” potas- 
sium permanganate in water that has been distilled from alkaline per- 
manganate and redistilled. This gives a very stable solution which is 
then carefully standardized against sodium oxalate, iron, ferrous sul- 
fate, or ferrous ammonium. sulfate of known purity. 

If the highest degree of accuracy is not required, the standard per- 
manganate solution may be diluted to give a manganese content of 
0.02 mg. per cubic centimeter and this solution employed directly 
for the comparison. 

Procedure.—The following is the ‘‘ General Procedure ” given by 
Willard and Greathouse,* who were the first to propose the use of 
periodate for the oxidation of manganous salts to permanganate in 
the colorimetric estimation of manganese: 

The material to be analyzed is brought into a solution containing 
in 100 cc. at least 10 to 15 cc. concentrated sulfuric, 20 cc. of nitric 
or 5 to 10 cc. of syrupy phosphoric acid, or mixtures of two or more 
acids. ‘The solution should previously have been freed from reducing 
agents by boiling with nitric acid, a little persulfate being added if car- 
bon compounds are present, as with steel; if chloride is present it 
should be evaporated with nitric and sulfuric acids to fumes of the 
latter. 0.2 to 0.4 gram of KIO4 or NaIOx is added, or an equivalent 
amount of NasH2IOg¢, the solution boiled for a minute, kept hot 5 to_ 
10 minutes, cooled, diluted to the proper volume, and compared with a _ 
standard of known manganese content similarly prepared. When 
ready for comparison the solution should not contain much more than. 
1 mg. of manganese per 50 cc., otherwise the color will be too dark. 

In the presence of considerable iron, either sulfuric or phosphoric 
acid must be present, since ferric periodate is insoluble in fairly con 
centrated nitric acid but readily soluble in the other acids. A ver 


4 Loc. cit. Pe 


DETERMINATION OF MANGANESE BY PERIODATE 275 


large concentration of acid does no harm in any case, neither does a 
longer time of heating. 
Color comparisons may be made by any of the usual methods. 
The following notes are based upon the experiments of Willard and 
Greathouse. ® 


Notes. 


1. The periodate method is free from all the faults of other methods 
and yields results of a high degree of accuracy. (See Notes 4 and 7 
under the persulfate method.) 

2. Solutions of manganous salts oxidized by periodate have exactly 
the same color as pure permanganate solution. 

3. Occasionally difficulty is caused by variation in tint with sul- 
furic and phosphoric acid solutions, arising from the brownish color of 
the carbon compounds after solution in nitric acid. This effect is espe- 
cially noticeable when the carbon content is 0.8 per cent or more. 
To overcome this, the sample is dissolved in a mixture of 15 cc. nitric 
acid, 15 cc. water, and 15 cc. phosphoric or sulfuric acid, 1 gram of 

_ ammonium persulfate added and the solution decolorized by boiling 
3 to 5 minutes. Analyses made by Willard and Greathouse, using 
steels with carbon content between 0.8 and 1.0 per cent, were accurate 
to within about +0.003 per cent of the manganese present. The 
manganese content varied in the different steels between 0.3 and 0.8 
per, cent; 

4. Determinations in which HNO3, H2SO., and H3PO« were used 
separately and in various concentrations were made by Willard and 
Greathouse. In all cases the only effect of increasing the concentra- 
tion of acid above the minimum required to prevent precipitation is to 
increase the rate of oxidation of the manganese. This minimum con- 
centration of acid increases with the concentration of manganese, and 
varies with different acids, being lowest for phosphoric acid. The well- 

_ known stability of manganic phosphates probably accounts for the 
: non-appearance of precipitates of iodates or.periodates of manganese 
even in solutions of very low acid concentration. 

5. The only effect of varying the concentration of periodate is a 

light increase in the speed of the reaction as the concentration of 
yeriodate is increased. Willard and Greathouse found complete oxida- 
ion was obtained in a manganese solution containing only 0.1 gram 


5 Loc. cit. 
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KIO4. The theoretical requirement was 0.052 gram KIO4. They also 
obtained complete oxidation of 0.06 gram of manganese in 100 cc. 
of solution containing 2 grams KIO4. This cannot be accomplished 
by any of the other methods. Even larger amounts of manganese 
can be oxidized, but such solutions are so deeply colored as to be of no 
practical value. 

6. Periodic acid readily oxidizes hydrochloric acid to chlorine 
according to the equation: 


2HCl + H104 — Cig + HIO3 + H20. 


The complete removal of chloride is obtained by heating the solu- 
tion of sample with excess of periodate until the odor of chlorine has 
disappeared. 

7. The presence of ammonium salts does not affect the intensity of 
the color, the tint of the solution, or the speed of oxidation of man- 
ganese solutions oxidized to permanganate by periodate. 

8. “ A remarkable feature of the solutions oxidized by periodate 
is their great stability when a slight excess of the reagent is present. 
Such a solution, kept for 3 months in a stoppered flask, when com- 
pared with a similar solution freshly oxidized showed no change what- 
ever. This makes it possible to leave the standard solution in the 
colorimeter, renewing it only occasionally instead of preparing a fresh 
solution each time, as is necessary when persulfate is used.” (Willard 
and Greathouse, Joc. cit.) 

9. The common metals do not interfere in this method except 
insofar as they themselves impart a color to the solution. The color 
due to ferric salts may be removed by the addition of phosphoric acid, 
but to correct for the color due to other metals the same amount must 
be added to the standard. A number of metals, such as silver, lead, 
bismuth, and mercury, form iodates or periodates which are insoluble 
in dilute acids, but by using a high concentration of acid these remain 
in solution, since the amount of periodate added is small. 

10. If a strong reducing agent, such as a ferrous salt, is present, the 
periodate will be reduced to free iodine which will color the solution 
and render it useless. All substances of this kind are removed by 
boiling or evaporating with nitric acid. 

11. In many cases, Willard and Greathouse did not remove the 
color due to ferric salt, but made the proper correction by adding to 
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the standard the same amount of iron in the form of ferric nitrate. 
Their results are given in the following table: 


TABLE XX 


No PxuospHoric Actp ADDED; SAME AMOUNT OF IRON IN STANDARD. 


Weight} KIO, e Mn Mn | Differ- 
Metal 
ae ; WieOt Add- |Present,|Present,} Found,| ence, 
Num- Description of Material 
ae Sample,| ed, Rex Per Per Per 
Gram |Grams} Cent | Cent | Cent | Cent 
1 | Basic Open Hearth, 1 per cent C 
RED LCMLOMy. eens 0s c chins ls 1.0000} 0.5 1.05 | 0.405 | 0.403 |—0.002 
2 | Acid Open Hearth, 0.1 per cent C 
Sri SS. 1 os 1.0000} 0.3 0.10 | 0.412 | 0.409 |—0.003 
3 | Bessemer 0.8 per cent C 
Shit DIS OC a8 cee ee 0.5000} 0.5 0.81 | 0.775 | 0.771 |—0.004 
4 | Acid Open Hearth, 0.2 per cent C 
Shine 1S ge coe 0.5000} 0.3 0.21 | 0.760 |} 0.752 |—0.008 
5 | Bessemer 0.2 C 
REE MCLOG ene halk sc iudian oh 0.5000} 0.3 | 0.25 | 0.918 | 0.913 |—0.005 
. 6 | Bessemer 0.4 per cent 'C 
‘Sen S10 IG} ie ae eee 0.5000) 0.3 0.45 | 0.916 | 0.902 |—0.014 
VommiuroneDe sample 6......).-...-. 0.5000} 0.3 | 2.89 | 1.41 1.407 |—0.003 
8 | Amer.Foundrymen’s Assn.IronB.| 1.0000} 0.5 | 3.11 | 0.415 | 0.404 |—0.011 
| 


12. In Table XXI are recorded the results of Willard and Great- 
house when the same steels were used as in the preceding table 
but with phosphoric acid added to the sample and no iron. The 
phosphoric acid reacts with ferric salts to form a colorless complex 
ferricion. The metals are referred to by number only. 


TABLE XXI 


PuospHoric Actp ADDED; NO IRON IN STANDARD. 


Metal - Weight of | KIO, Added, | Mn Present, | Mn Found, | Difference, 
Number |Sample, Gram Gram Per Cent Per Cent Per Cent 
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“These solutions differed only slightly in tint from the pure per- 
manganate standard used, and such comparisons are readily made 
after a little practice. When more than 1 gram of iron is present its 
color becomes appreciable, but if the standard contains no phosphoric 
acid, the addition to it of 5 per cent of the weight of the iron in the 
sample gives sufficient color to correct for this.” 

13. “Two determinations were made using iron ores of known 
manganese content. One gram samples were dissolved in platinum 
dishes with 15 cc. phosphoric acid, 5 cc. hydrofluoric acid and a little 
nitric acid and heated until all fluoride had been volatilized. The 
resultant mass was dissolved in water, oxidized with 0.3 gram KIO4 
and diluted to 250 cc. The usual method of dissolving the ore in 
hydrochloric acid could have been used equally well. To expel all 
chloride and to oxidize ferrous salts it is necessary to add 10 ce. of nitric 
acid and 15 cc. of sulfuric acid and evaporate the solution to fumes of 
the latter.”’ The results are given in the following table: 


TABLE XXII 


] 
Pecicutot Ore pheae ms Mn Present, | Mn Found, | Difference, 
P Ps Per Cent Per Cent Per Cent 
Grams ; 
U. S. B.S. No. 28; Norrie Ore.. 1.0000 0.465 0.460 —0.005 
U.S. B.S. No. 29, Magnetite. . 1.0000 OE OW/ 0.068 —0.002 


“In addition some twenty iron ores of known manganese content, 
used as ‘unknowns’ for students, were analyzed by the above pro- 
cedure. All the common types of iron ore were represented in this 
series. The results obtained always agreed well with the values given 
by other methods.” (Willard and Greathouse, Joc. cit.) 

14. Doctor Willard® has the following comments to make on the 
persulfate and periodate colorimetric methods for manganese: “‘ The 
experience that others and myself have had with the persulfate method 
in the hands of students has shown that it is extremely unreliable. 
The periodate method, on the other hand, never goes wrong, providing 
the directions are followed in any reasonable manner. It will oxidize 
much larger amounts of manganese and the solutions thus prepared - 
may be kept unchanged for weeks or months,—something which is. 


6 Private communication. 
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hardly true even with pure permanganate. The experience of one 
commercial laboratory has shown the advantage of this feature. They 
made up a series of permanent standards and it was only necessary 
then in making a manganese determination to find out which standard 
it should be compared with,—a matter of only a minute or two. 
Under these conditions it becomes more rapid, I believe, than any volu- 
metric method. 

“The presence of chloride is not desirable, but if only a little is 
present it can be oxidized to chlorine by adding large excess of periodate. 
It has been stated in various references to this method that the pres- 
ence of chloride would not interfere. This is true only to a limited 
extent and only where the operator has taken care to add sufficient 
periodate to oxidize all the chloride. It is preferable to remove 
chloride by evaporation with nitric or sulfuric acid. 

“In steel analyses the use of ammonium persulfate to remove the 
color due to carbon is probably the most satisfactory and quickest 
method to accomplish this, although two other methods are given. 

“Tf the salt NagH2TO¢ is used instead of KIO4 or NaIO4, somewhat 
more will be required. For example, instead of 0.2 to 0.4 gram it 
would be necessary to use 0.3 to 0.6 gram. ‘This other salt is cheaper 
to prepare and eventually the periodate will probably be marketed 
largely in this form. The question of obtaining a satisfactory supply 
of this salt at a reasonable price is one of the problems which I am now 
taking up in connection with some other work on periodates which I 
am about to publish. 

“ Chromium is oxidized to some extent by this reagent, the less the 
higher the acidity of the solution. This can be made practically 
negligible and compensated for by adding the same amount of chro- 
mium to the standard. With the chromium in the trivalent form the 
green color does not interfere seriously with the determination of man- 
ganese, but if it is oxidized to the form of chromic acid an*accurate 


~ comparison becomes impossible because of the great intensity of the 


color.” 


DETERMINATION OF MANGANESE IN WATER BY SODIUM 
: BISMUTHATE 7 
Reagents. 
1. Nitric acid, 4 N. 
2. Sulfuric acid, sp. gr. 1.84. 


7™W.D. Collins and Margaret D. Foster, Ind. Eng. Chem., 16, 586 (1924). 


280 MANGANESE 


3. Sodium bismuthate. 

4. Standard permanganate solution. Dissolve 2.8769 grams of 
pure potassium permanganate in redistilled water, dilute to a liter and 
mix thoroughly. One cubic centimeter of this solution contains 1 mg. 
of manganese. Dilute 10 cc. of this solution to 100 cc. and thoroughly 
mix. One cubic centimeter of the diluted solution contains 0.1 mg. of 
manganese. 

Procedure.— Measure out 100 cc. of the water or a volume small 
enough to contain not over 1 mg. of manganese. Place the water in a 
beaker, add 10 cc. of 4 N nitric acid, 1 cc. of sulfuric acid, sp. gr. 1.84, 
and heat on a hot-plate until most of the sulfuric acid has been driven 
off. Cool, and add about 50 cc. of water and 20 cc. of 4 N nitric acid 
which has been freed of oxides of nitrogen by bubbling air through it. 
Next add 0.1 gram of sodium bismuthate, stir a minute or two, allow 
the excess of bismuthate to settle, and filter through a Gooch crucible 
containing a mat of ignited asbestos which has been washed with per- 
manganate solution. (An alundum crucible may be used in place of 
the Gooch.) Dilute the filtrate to a definite volume and match against 
a series of standards prepared by measuring out appropriate volumes of 
standard permanganate solution, adding to each the quantity of nitric 
acid added to the sample, and diluting to the same volume as that of 
sample. 


Notes. 


1. The sample is evaporated with nitric and sulfuric acids in order 
to remove chlorides and organic matter. By stopping the evaporation 
just before dryness the manganese sulfate is obtained in an easily 
soluble condition. Evaporation should be continued until almost all 
of the sulfuric acid has been driven off, for the reason that the shade of 
the permanganate is not the same in sulfuric acid and in nitric acid 
solutions. 

2. “ Practically all directions call for double treatment with bis- 
muthate. ‘This is necessary if the sample, when first treated with bis- 
muthate, contains material that will be slowly oxidized by the per- 
manganic acid after filtration from the bismuthate. If the water 
sample is treated as directed in the method given above, there will be 
no such material left and the heating to destroy the permanganic 
acid color is an unnecessary step which wastes time and bismuthate.” 

3. “ Sodium bismuthate oxidizes manganese perfectly to perman- 
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ganic acid, so that a solution of potassium permanganate of known 
strength is as useful as a manganese sulfate solution for the preparation 
of standards. ‘There is no advantage in reducing the manganese in a 
permanganate solution with oxalic acid in the presence of sulfuric 
acid and then using this manganese sulfate for the preparation of 
standards with nitric acid and bismuthate. The usual precautions 
in preparation and preservation of the permanganate standard solu- 
tions must be observed and a fresh standard solution should be made 
rather than trust one that has been kept for a long time.’’§ 


8 Collins and Foster, loc. cit. 


CHAPTER XXIV 


MERCURY AND MOLYBDENUM 


DETERMINATION OF MERCURY AS SULFIDE 


Tuis method depends upon the formation of a colloidal suspension 
of mercuric sulfide and is especially adapted to the estimation of mer- 
cury in urine. ! 


Reagents. 


Hydrochloric acid, sp. gr. 1.12 and 1.19. 
Zinc, pure, 10 to 20 mesh. 

Potassium chlorate. Solid. 

Potassium acetate. Solid. 

5. Hydrogen sulfide solution. Use a saturated solution, freshly — 
prepared according to directions on page 240. 

6. Standard mercuric chloride solution. Dissolve 0.1353 gram of 
pure mercuric chloride, HgCle, in water, dilute to a liter and thor- 
oughly mix. One cubic centimeter of the solution contains 0.1 mg. of 
mercury. 

Procedure.—Place 500 cc. of urine in a liter flask, add 5 grams of 
potassium chlorate, 50 cc. of hydrochloric acid, sp. gr. 1.12, heat until 
the solution turns from dark red to bright yellow. Cool to about 70° 
C., add 10 grams of granulated zinc, let stand 12 hours (or overnight), 
decant the liquid from the zinc, and wash the latter thoroughly with 
water. The zinc now contains the mercury. Pour 50 cc. of hydro- 
chloric acid, sp. gr. 1.19, over the zinc, warm the mixture if necessary 
to make solution complete, add 20 g. of potassium acetate, transfer 
the solution to a 100 cc. Hehner cylinder, make up to 90 cc. with 
water and then to 100 cc. with a saturated solution of hydrogen sulfide. 
Mix thoroughly with a glass rod bent to form a ring at one end. In 
the meantime, a standard solution is prepared by treating 10 or 20 cc. 


1A. Heinzelmann, Chem. Ztg., 85, 721 (1911); Schumacher and Jung, Z. anal. pace 
Al, 482 (1902). : 
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of the. standard mercuric chloride solution in the same manner as 
described for the sample and using the same amounts of reagents. 
The hydrogen sulfide should be added to the sample and standard at 
the same time. 


Notes. 


1. Since the mercury is in the form of a colloidal suspension of mer- 
curic sulfide, great care must be observed to keep all conditions as to 
amounts of reagents, manner of mixing, etc., as near the same as pos- 
sible in treating sample.and standard. For the same reason, the hydro- 
gen sulfide should be added to sample and standard at the same time 
and comparison of colors made at once. 

2. Unless all reagents are known to be free from mercury, a 
“blank ” must be made using the same quantities of reagents as 
employed in the analysis. 


DETERMINATION OF MOLYBDENUM BY HYDROGEN PEROXIDE ? 


The method is based upon the brownish-red color produced by 
the addition of hydrogen peroxide to a faintly ammoniacal solution 
containing a small amount of molybdate. The results are only 
approximate owing to the instability of the permolybdates. The 
method is suitable for estimating approximately the molybdenum in 
rocks and ores, and in the tungsten trioxide obtained in the analysis of 
various minerals. 


Reagents. 


1. Nitric acid; 6 N. 

2. Ammonium hydroxide, 6 N. 

3. Hydrogen peroxide, 5 per cent. 

4. Standard molybdate solution. Dissolve 0.4292 gram of pure 

ammonium molybdate of commerce, (NH4)6Mo7O24-4H20, in, water, 
dilute to a liter, and mix thoroughly. One cubic centimeter of the 
solution contains 0.05 mg. of MoOs. 
- Procedure.—The solution of sample is evaporated almost to 
dryness and tested with litmus. If alkaline, neutralize with nitric 
or sulfuric acid, make faintly ammoniacal, add 3 drops of a 5 per 
cent hydrogen peroxide solution, and compare at once, without dilu-. 
tion, with a freshly prepared : standard. — 


2W. Bettel, Chem. News, 79, 40 (1908). - oe 
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Notes. 


1. The reddish-brown color is partly discharged by dilution, and 
disappears on standing, oxygen being evolved. The color is instantly 
discharged by the addition of excess alkalies. A moderate excess of 
ammonia has very little action on the color but a large excess dis- 
charges it. 

2. As little as 0.001 mg. of MoOz in several cubic centimeters of 
solution can be detected by a very faint tint. 0.005 mg. of MoOs in 
the same volume gives a distinct reaction. 


DETERMINATION OF MOLYBDENUM BY TANNIC ACID ? 


When a small volume of a dilute tannic solution is added to an 
acetic acid solution containing a little molybdate a color is obtained, 
the intensity of which is proportional to the concentration of molyb- 
denum. The method is recommended for the determination of 
molybdenum in materials containing 2 per. cent or less of the metal. 


Reagents. 


. Hydrochloric acid, 6 N. 

. Nitric acid, 6 N. 

Acetic acid, 99.5 per cent. 

. Tannic acid, 0.5 per cent solution freshly prepared. 

. Ammonium hydroxide, 6 N. 

. Standard ammonium molybdate solution. Dissolve 9 grams 

of pure ammonium molybdate of commerce, (NH4)6 Mo7 O24-4H20, 

in water, dilute to a liter and thoroughly mix. Standardize against 

pure lead sulfate. (0.3 gram PbSO4 = 0.1584 gram MoSz.) 
Procedure.—One or 2 grams of the sample are treated in a casserole 

with 10 cc. of nitric acid, heated gently for 30 minutes, and then evap- 

orated just to dryness. Add 30 cc. of water, 10 cc. of hydrochloric 

acid, warm, stir, add 15 cc. of ammonium hydroxide, boil for several 

minutes, filter into a 250 cc. volumetric flask and wash the precipitate 

three or four times with small quantities of hot water. Wash the pre- 

cipitate back into the casserole, dissolve in 10 cc. of hydrochloric acid 

and reprecipitate with 15 cc. of ammonium hydroxide, filter into the 

flask containing the first filtrate, wash, and make just acid with acetic. 


3G, Spurge, Chem. Eng. Mining Rev., 11, 258 (1919). : 
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Then add 10 cc. of concentrated acetic acid, cool, dilute to the mark, 
and mix. 

Next prepare a standard by transferring 2 cc. of the ammonium 
molybdate solution to a 250 cc. volumetric flask, adding 20 cc. of 
hydrochloric acid, 30 cc. of ammonium hydroxide, boiling a few min- 
utes, making just acid with acetic acid, adding 10 cc. of concentrated 
acetic acid, cooling, diluting to the mark, and mixing. 

The comparison is made as follows: Place 2 cc. of fresh tannic 
acid solution in a 50 cc. Nessler cylinder, add 2 cc. of the standard, 
dilute to the mark and mix. Then place 2 cc. of the tannic acid 
solution in another 50 cc. Nessler cylinder and run in the solution of 
sample until the colors match, after finally diluting to the mark and 
mixing. 

Note.—If tungsten is present, filter off the first hydrochloric acid 
solution before adding ammonium hydroxide. 


DETERMINATION OF MOLYBDENUM IN TUNGSTEN 
’ MeEtTHOopD oF KING4 


This method is a modification and refinement of the method of 
L. Leley, Philips’ Lamp Works, Holland, and is based upon the forma- 
tion of a blood-red compound of molybdenum thiocyanate when a 
thiocyanate salt is added to a solution of reduced molybdenum. 
Ether is used as a solvent for extracting the molybdenum thiocyanate 
and the colored solution is matched in a modified Campbell-Hurley 
colorimeter. The method is especially adapted for the determination 
of quantities of molybdenum in tungsten less than 300 p.p.m. and 
gives trustworthy results when the molybdenum content is as low as 
10 p.p.m. 


Reagents. 


1. Nitric acid, sp. gr. 1.42 and 6N. 

2. Hydrochloric acid, 2 N and 1 N (approx. 1:5 and 1:10, 
_ respectively). 

3. Hydrofluoric acid. 
4, Tartaric acid. Dissolve 600 grams of C. P. tartaric acid in 700 
cc. of boiling water, cool, and make up to a liter. _ 

5. Sodium hydroxide, 0.5 N. Dissolve 20 grams of C. P. sodium 


4Ind. Eng. Chem., 15, 350 (1923). 
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hydroxide (electrolytic) in 600 cc. of distilled water, dilute to a liter, 
allow to stand until the ferric hydroxide precipitate settles, and then 
carefully decant (or siphon) into a clean bottle. 

6. Potassium thiocyanate, 30 per cent. 

7, Stannous chloride. Dissolve 150 grams of stannous chloride, 
SnClz-2H20, in 100 cc. of concentrated hydrochloric acid, boil until 
clear, and add 250 cc. of distilled water. Place a few pieces of metallic 
tin in the solution to prevent oxidation. 

8. Ether. The ether used for the extraction should be tested with 
potassium iodide and starch. If a blue color develops, the ether 
should be shaken with a 10 per cent solution of sodium thiosulfate and 
redistilled. A blank test should give no color after several hours’ 
standing. The precaution of redistilling has never been found neces- 
sary. 

9. Standard sodium molybdate solution. Pure molybdic trioxide 
is prepared by igniting C. P. (NH4)2MoO«4 to MoO3 and resubliming 
in silica or platinum dishes. The sublimed oxide is dissolved in a ‘small 
excess of a 10 per cent NaOH solution, neutralized with dilute HCl and 
then made alkaline to litmus. The solution above is diluted to approx- 
imately 0.1 N, after which the molybdenum is accurately determined 
by precipitating and weighing as PbMoO,. A portion of this solution 
is diluted so that 1 cc. will contain 0.05 mg. molybdenum. 

The following description of apparatus, Fig. 50, and procedure 
have been taken from the work of King.® 

Apparatus.—Colorimeter.—The colorimeter is shown in Fig. 50. The 
colorimeter tubes with attached reservoir are made of Pyrex glass. 
They have an approximate capacity of 250 cc., an inside diameter 
of 4 cm., and an approximate height of 23 cm. The bottoms of 
the tubes are clear glass made by sealing pieces of large flasks on 
the bottoms, which have been previously ground to a plane. The tops 
of the tubes are ground level so that the plate-glass covers fit snugly 
over the tops. The tube for the standard is calibrated to contain 
250 cc. and marked on the side-arm. A separate scale equal to the 
length of the side-arm to mark, and graduated in 100 equal divisions, 
is fastened behind the side-arm. The use of a separate scale with a 
white background and black markings facilitates rapid and accurate 
readings. ‘The length of the side-arm of the sample tube is equal to 
the length of side-arm of the standard tube. The side-arm is 


5 Loc. cit. Me, 
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divided into 10 equal divisions and etched on the glass. Frac- 
tional readings of the large divisions are made with a movable glass 
sleeve fitted with a paper scale equal to the length of a large division 
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Fic. 50.—King Colorimeter for Molybdenum. 


and subdivided into 10 equal divisions. This device saves extra cal- 
ibrating and provides accurate readings from 1 to 100. No correc- 
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are reasonably uniform and the inside diameters of their opposite ends 
do not vary more than 0.4mm. The correction for the difference in 
the volumes of the tubes is equal to volume of sample tube (to mark) 
divided by volume of standard tube (to mark). The volume of the 
reservoir (to mark) is equal to the volume of standard tube and side- 
arm to calibrated mark. The trap prevents the loss of ether solution 
while mixing the standard. 

The cabinet is a dust-proof box inclosing two mirrors and tele- 
scope. The mirrors are supported with a mechanical device to give 
three adjustments: (1) rotary movement, (2) sliding movement par- 
allel to axis, (3) displacement movement relative to the position of the 
telescope and the direction of the light from the tubes. Glass plates 
covering the openings in the bottom of the box transmit light from 
the sample and standard tubes to the mirrors. The observation tube 
is 20 cm. long, 1.2 cm. in diameter, and is lined with black velvet to 
prevent disturbing reflections. The pin hole aperture in the remov- 
able eyepiece is 1 mm. in diameter, while the opening in the opposite 
end of the telescope is 4mm. An eyeshade is attached to the end of 
the telescope, which cuts off light from the outside and permits the 
observer to keep the left eye open while making observations. 

The height of the standard solution is controlled by a pressure 
regulator. The pressure bottle has a capacity of 500 cc. and is 
half filled with water saturated with ether. By turning the pulley 
the height of the leveling flask regulates the amount of water and air 
in the pressure bottle, which automatically provides pressure regula- 
tion for the standard tube. The purpose of introducing a pressure 
bottle is to prevent the evaporation of ether from the adjustment res- 
ervoir. The pulley has a friction spring which fixes the height of liquid 
in leveling the flask at any desired level. 

The mirror for reflection is swung in position to reflect the light 
from the white plate-glass reflector in the rear of the colorimeter up 
through the colorimeter tubes into the openings at the bottom of cab- 
inet holding the adjustable mirrors. 

Shaking Flask and Siphon.—The shaking flask consists of a 300 cc. 
flask sealed to a 400 cc. short-neck (3 cm.) flask and shaped at the 
mouth to fit a small rubber stopper. A small opening is made near the 
mouth to admit air. After shaking out a solution the ethereal layer is" 
removed by properly adjusting a 3 mm. capillary siphon, inserting : 


ome 
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the rubber stopper, and forcing air tnrough tne opening until all the 
ether is forced out. 

Illuminating Equipment.—A 500-watt “ Trutint,” north skylight 
unit provides the source of light both for the extraction process and 
color matching. This type of lighting unit is equipped with a blue- 
glass color filter and is designed to give a quality of light closely 
approaching north skylight. A dependable source of light, reason- 
ably uniform both in quality and quantity and reproducible at will, 
makes possible accurate color observations at all times, a condition 
which is not possible with daylight. To obtain the best conditions of 
light diffusion, the glass filter is sand-blasted and the diffused light 
reflected directly into the colorimeter by a polished plate of white 
glass. 

Procedure.—Solution of Sample—Tungsten and molybdenum 
must be in the form of their alkali salts. Tungsten metal is oxidized in 
the wet way. Weigh 4 grams of metal into a 200 cc. platinum dish, 
cover with 30 to 40 cc. of hydrofluoric acid, and add, drop by drop, 
, concentrated or dilute nitric acid, as the violence of the reaction indi- 
cates, until the tungsten is dissolved. Evaporate the solution nearly 
to dryness, add concentrated nitric acid, and evaporate to dryness. 
Repeat acid treatment three times, evaporating to dryness each time. 
Ignite at a low temperature not to exceed 550° C. Ignition of all tung- 
sten samples is necessary to eliminate organic matter and to break up 
the tungstic acid hydrates and complexes. 

Tungstic acid is treated three times with concentrated nitric acid, 
evaporated to dryness, and ignited. Tungstates soluble in caustic 
are treated directly. Boila5 gram sample, after treatment as directed 
above, with 25 cc. sodium hydroxide solution (35 cc. for sample over 
12 grams) until solution is complete. To the solution add 75 cc. hot 
water and boil. No appreciable residue of tungsten should remain. 
Fusion of sample of tungstic oxide with sodium and potassium car- 
bonates is apt to cause a slight loss of molybdenum. Filter the solu- 
tion in a Gooch crucible on an asbestos mat, wash with 5 per cent 
sodium chloride solution, and transfer to a 250 cc. calibrated flask and 
dilute to mark. 

Preliminary Treatment.—Transfer a 75 cc. aliquot to a 500 cc. 
Erlenmeyer flask, and neutralize with dilute hydrochloric acid (1 : 10), 
using neutral litmus paper. At no time should a precipitate of tung- 
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stic acid be allowed to form. When the solution is slightly acid, imme- 
diately add tartaric acid solution proportionate to the amount of tung- 
sten present, using 20 cc. of solution for every 6 grams of WOs3 or frac- 
tion. Transfer to 400 cc. shaking flask, add 25 cc. dilute hydrochloric 
acid (1 : 5) and 5 cc. of a 30 per cent potassium sulfocyanate solution. 
and dilute to approximately 350 cc. Cool to 5° or 10° C. 

Extraction with Ether —TYo the cooled solution add 20 cc. of stan- 
nous chloride solution. Thorough mixing is best done by blowing 
forcibly into the pipette and directing the emerging stream into the solu- 
tion. Immediately add 90 cc. ether and sufficient water to bring the 
water meniscus up to the bottom of the constriction when the two layers 
are saturated with each other. Insert a cork in the flask, hold the 
finger over the small opening at the top, and shake the flask vigor- 
ously one-half minute. Cool the flask in ice water until the ether layer 
separates. Adjust the siphon and transfer the ether to the colorimeter 
tube (left). Add a 50 cc. portion of ether to the shaking flask, and 
repeat the extraction as long as any color is removed. (See Note 1.) 

Standard Ether Solution.—Standard ether solution is prepared by 
adding molybdenum to specially purified tungsten and shaking out 
in the regular way. A suitable quality of purified tungsten very low 
in molybenum may be obtained by recovering ‘and purifying the tung- 
stic acid from the aqueous solutions of the ether extraction. Purifica- 
tion is best made by ammonium paratungstate precipitation followed 
by nitric acid digestion. Weigh 3 grams of ignited oxide into a 500 cc. 
flask, add 10 cc. of a standard molybdenum solution, equivalent to 0.5 
mg. molybdenum, and follow the procedure to the extraction with 
ether. After shaking the solution out with ether, transfer the ether 
solution to the colorimeter tube (right) and continue extracting with 
50 cc. portions until the reservoir is filled to mark. Mix the standard 
by blowing air through the reservoir, replacing the evaporated ether 
if necessary, using only the ether which has been shaken out. ‘The 
volume of the reservoir filled to the mark is equal to 100 scale divi- 
sions. Loss of ether is largely prevented by covering the tops of the 
color tubes. 

Matching of Colors —The standard solution in the right tube is — 
matched against the unknown solution in the left tube. To accom- 
plish this, disconnect the rubber tubing from the trap, fill the reservoir 
to the mark, and lower the leveling flask until the pressure bottle is 
empty. Connect the rubber tubing again to the trap. With the ligh 
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properly adjusted behind the colorimeter, the reflecting mirror is turned 
so that uniform illumination is provided in both tubes. Manipulate 
pulley so that the height of the solution in the right tube is regulated 
to give equal color densities in both tubes, and note reading on the scale. 
With a little practice readings can be duplicated within one or two scale 
divisions. Ifthe color reading is over 90 divisions, fill the left tube toa 
convenient mark, mix and drain off sufficient ether to permit the read- 
ings to fall between 70 and 90 scale divisions. The volume of the 
ether aliquot may be accurately measured by using the calibrated 
sleeve described under “ Colorimeter.’”’ When it is necessary to 
remove more than half of the ether aliquot, a second but smaller sample 
is taken and sufficient purified tungstic acid, from which the standard 
was prepared, added to make a total of 1.5 to3 grams of WO3. If the 
color reading is less than 50 divisions a proportionally larger sample 
is taken so that an approximate reading of 75 divisions is obtained. 
However, the quantity of tungstic acid used in making the standard 
need not be increased except where great refinement is desired. 
The following notes are from the work of King: 6 


Notes. 


1. When aqueous solutions turn slightly blue after the addition of 
stannous chloride some of the molybdenum stays in a form which can- 
not be shaken out. In some cases over 20 per cent of the molybdenum 
remains undetected. This is probably due to the formation of hydrated 
or complex compounds of tungsten when precipitated metatungstic 
acid or insoluble residues are redissolved. The resolution of the fine 
precipitate by the addition of tartaric acid is not sufficient to prevent 
the formation of the blue color. In several cases a poor quality of tar- 
taric acid has been known to cause a blue color, but this can be detected 
by a blank test. When an appreciable quantity of blue color has 
formed it has been considered a safer plan to discard the determina- 
tion and start a new one. 

2. In preparing a reliable procedure for colorimetric analysis of 
molybdenum, the importance of adopting uniform conditions cannot 
be too strongly emphasized. This applies especially to the quality of 
reagents and the conditions affecting their concentration. New re- 
agents should be tested by running blank determinations. After the 

addition of the sulfocyanate an analysis should be carried through 


8 Toc. cit. 
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promptly. Turbidity or precipitation occurring in either solution 
prevents the complete extraction of molybdenum, or makes accurate 
color matching impossible. Although standard solutions have stood 
over a week without measurable deterioration, it is probably better to 
prepare a fresh solution each day and check against a standard sample 
of tungstic acid. The stability of the solutions is probably due to the 
reducing action of stannous chloride held in solution by ether. 

3. None of the elements commonly associated with tungsten ores 
interferes with the molybdenum determination. The following ele- 
ments do not interfere: iron, copper, manganese, nickel, cobalt, titan- 
ium, columbium, tantalum, uranium, chromium, vanadium, thorium, 
aluminum, phosphorus, calcium, arsenic, and silicon. 

4, The colorimetric analysis of samples of WOs3 containing 321, 151, 
48, and 29 p.p.m. molybdenum, respectively, showed a variation 
between the maximum and minimum value for each sample of less 
than 10 per cent of the total molybdenum present. 

5. The size of the sample should be adjusted so that a scale reading 
of 60 to 90 divisions is obtained, thus reducing to a minimum the error 
of color matching. 


DETERMINATION OF MOLYBDENUM IN STEEL’ 


This is a rapid method for the estimation of molybdenum in steel 
and is based upon a combination of the colorimetric method of the 
U. S. Steel Corporation and that of King (see page 285)8. It has been 
used in the determination of the molybdenum content in the charges 
of electric furnaces, the molybdenum content ranging from 0.02 to 0.15 
percent. Only 20 to 25 minutes are required to make a determination. 


Reagents. 

1. Nitric-sulfuric acid mixture. Add 350 cc. of nitric acid, sp. gr. 
1.42, and 225 cc. of sulfuric acid, sp. gr. 1.84, to 750 cc. of water. 

2. Hydrochloric-sulfuric acid mixture. Add 450 cc. of sulfuric 
acid, sp. gr. 1.84, and 100 cc. of hydrochloric acid, sp. gr. 1.19, to 1450 
cc. of water. | 

3. Potassium thiocyanate, 5 per cent. Dissolve 50 grams of 
potassium thiocyanate in a liter of water. 

4, Stannous chloride. Dissolve 250 grams of stannous chloride, 
SnClz-2H20, in 200 cc. of hydrochloric acid, sp. gr. 1.19, and boil until 


70. L. Maag and C. H. McCollam, Ind. Eng. Chem., 17, 524 (1925). 
8 Methods of the Chemists of the U. S, Steel Corporation for the Sampling and Analysis 
of Alloy Steels, 2d ed., p. 72, 1921. 
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clear. Dilute with 800 cc. of water and add a few pieces of metallic 
tin to prevent oxidation. 

5. Ether. (See p. 286.) 

Procedure.—Place a 0.5 gram sample of the steel in a 250 cc. 
beaker, add 10 cc. of the nitric-sulfuric acid mixture, heat gently until 
solution is complete, and then evaporate carefully and rapidly on a 
hot-plate until copious fumes are evolved. Do not use a cover glass. 
A little practice may be required in regulating the heating so as to 
avoid spattering. All nitrates must be driven off, otherwise concord- 
ant results will not be obtained. 

After heating till all nitrates have been driven off, cool the con- 
tents of the beaker, add exactly 30 cc. of the hydrochloric-sulfuric acid 
mixture and boil until the salts have dissolved. (See Note 1.) Cool 
the solution to room temperature; add from a burette 5 cc. of 5 per cent 
potassium thiocyanate solution, and stir thoroughly; add from a 
burette 10 cc. of the stannous chloride solution, and again stir thor- 
oughly. (See Note 2.) Transfer the acid solution to a separatory 
funnel, add 10 cc. of ether and shake thoroughly. Return the acid 
solution to the original beaker and run the ether solution into a clean, 
dry, 50 cc. graduated cylinder. Repeat shaking the acid solution 
with successive 10 cc. portions of ether until all color has been removed. 
Transfer the combined ether solutions to a graduated colorimeter tube 
(see Note 3), place the tube in the colorimeter (Kennicott-Campbell- 
Hurley is a good type for this determination) and match against a 
standard solution prepared as follows: Weigh out two 0.5 gram sam- 
ples of standard steel and treat them as directed above for the sample. 
Make the ether extracts up to exactly 50 cc. in the standard matching 
tubes, place in the colorimeter and compare. If they have the same 
color tint, one of them may be diluted to exactly 100 cc. as a standard 
for low percentage molybdenum, or the two may be united to make a 
standard for steels with a higher molybdenum content. Transfer 
the standard solution to the leveling tube of the colorimeter and match 
the color of the sample solution. From the colorimeter reading 
(average of several) calculate the per cent of molybdenum in the 
sample. 


Notes. 


1. It is important to use the proper amount of hydrochloric acid 
in dissolving the salts. ‘‘ Too much will cause a fading of the coior 
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even before the ether extraction can be made, while not enor igh o 
reagent may present difficulties in the solution of the salts.’ ie 
2. All of the iron must be reduced before the ether extraction is 
made; therefore, after the stannous chloride is added care should — 
be taken that no unreduced solution is left on the sides of the beaker. 
_ 3. Approximately the same volume of ether should be used in 
cee: the sample and standard steels. 
eu top of the leveling tube should be covered when not in 
use, in order to increase the time that a standard can be used. Since | 
the deterioration of a standard is generally due to evaporation of the 
ether rather than breaking down of the salt, its life is largely dependent 
on the room temperature. In this laboratory the standard is. renewed | 
every 2 hours, two samples of standard steel being kept fuming slightly ; 
on the cooler portion of the hot-plate, to be used whenever the So wcatd | | 
in use is suspected.” 9 , 


9Maag and McCollam, Joc. cit. s 


CHAPTER XXV 


NICKEL 


DETERMINATION OF NICKEL AS THE DIMETHYLGLYOXIME 


Tuts method is based upon the formation of nickel dimethylgly- 
oxime, Ni(C4H7N202)2, a scarlet-red compound. The reaction is car- 
ried out in a faintly ammoniacal solution. Since nickel dimethyl- 
glyoxime is very slightly soluble, only minute amounts of nickel can 
be tested, for otherwise a precipitate settles out. 


Reagents. 


1. Hydrochloric acid, 6 N. 

2. Nitric acid, sp. gr. 1.42. 

3. Ammonium hydroxide, 6 N. 

4, Sodium hydroxide, 6 N. 

5. Hydrogen sulfide. See p. 240. 

6. Dimethylglyoxime, 0.1 N. Dissolve 12 grams of the solid in 
1000 cc. of 95 per cent alcohol. 

Procedure.—Dissolve the sample, add 2 or 3 cc. of concentrated 
nitric acid and boil a few minutes. Any iron or phosphate present is 
then precipitated with an excess of ammonium hydroxide. If a pre- 
cipitate forms, filter, dissolve the precipitate in dilute hydrochloric 
acid, reprecipitate with ammonium hydroxide, filter, and wash. If 
. much iron is present another precipitation should be made. Finally, 
_ combine the filtrates and evaporate to dryness, dissolve the residue in 

5 cc. of 6 N hydrochloric acid, dilute to about 100 cc., heat to boiling, 
-and pass hydrogen sulfide into the hot solution. Filter, boil off the 
; hydrogen sulfide in the filtrate, add sodium hydroxide to precipitate 
_ the nickel, filter, convert the nickel hydroxide into nickel chloride by 
adding a slight excess of hydrochloric acid, make up to a definite vol- 
‘ume, and mix thoroughly. To the solution, or an aliquot part, add 
ammonium hydroxide in slight excess and then 2 cc. of dimethylgly- 
oxime. Mix and compare the resulting color with that of a standard 
lickel solution prepared at the same time. 
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Notes. 


1. One part of nickel in 400,000 parts of solution can be detected.! 

2. A tenth of a milligram of nickel in the presence of 500 mg. of 
cobalt can be distinctly recognized. However, when cobalt is present, 
a large excess of ammonia is added to the solution before adding the 
dimethylglyoxime. 

3. When cobalt is present, dimethylglyoxime equivalent to the 
cobalt must be added before a small quantity of nickel will react. 
This is probably due to the cobalt combining with the reagent to form 
a soluble complex salt. 


DETERMINATION OF NICKEL BY POTASSIUM THIOCARBONATE 


The method is based on the rose-red to brown-red color developed 
with potassium thiocarbonate and ammoniacal nickel solutions.” 
The nickel may be present as sulfate, nitrate, or chloride before addi- 
tion of ammonium hydroxide. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Ammonium hydroxide, 6 N. 

3. Potassium thiocarbonate. Dissolve 4 grams of potassium 
thiocarbonate, K2CSs, in water and dilute to 100 cc. 

4. Standard nickel solution. Dissolve 0.6729 gram of nickel 
ammonium sulfate, NiSOs-(NH4)2 SO4-6H20, in water, dilute to a 
liter, and thoroughly mix. One cubic centimeter of this solution con- 
tains 0.1 mg. of nickel. 

Procedure.—A sample containing between 0.34 and 2.0 mg. is” 
weighed out and dissolved in hydrochloric, sulfuric, or nitric acid, the 
latter usually being the quickest. If the sample is a water-soluble 
salt, the solution is made slightly acid. Add ammonium hydroxide 
to the solution until it is almost neutral, then 0.5 cc. of the potassium 
thiocarbonate solution, finally adding ammonium hydroxide in excess _ 
and diluting to 20 cc. Compare at once with a standard that has been — 
prepared along with the sample, using the same volume (20 cc.) and 
similar Nessler tubes. . 


1L, Tschugaeff, Ber., 88, 2520 (1905). 
2V, Lindt, Z, anal, Chem., 58, 165 (1914). 
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Notes. 


1. The volumes of the sample solution and of the comparison 
solution must be the same (20 cc.) and must be compared in similar 
tubes. 

2. The solutions, both sample and comparison, must be mixed 
with the reagent and compared at the same time; solutions differing in 
age cannot be used. 

3. The potassium thiocarbonate solution must be prepared fresh 
once a week. 

4. Metals of the hydrogen sulfide group must be removed. This 
is accomplished by precipitation with hydrogen sulfide in an approxi- 
mately 0.3 N acid solution. Manganese and iron must also be absent. 
These are removed by boiling with bromine water or hydrogen perox- 
ide (after removal of H2S) and then adding ammonium hydroxide in 
slight excess. Cobaltous compounds interfere, but the bromine or 
hydrogen peroxide treatment oxidizes them to cobaltic compounds 
which are non-interfering. Zinc slowly forms a finely divided white 

precipitate but this does not interfere with rapid work unless a con- 
siderable amount is present. In case of doubt, add a similar quantity 
of zinc to the standard. 

5. Analyses of nickel solutions, Ni steel and other alloys showed 
excellent agreement with the dicyanodiamidine and electrolytic 
methods. Representative experimental results obtained by Lindt? 
are given in the following tables: 


TABLE XXIII 


Ni STEEL 


Ee aneta Dicyano- 
4 sea cf Mean . ~ diamidine Difference 
ONS ei Per Cent Ni 
4.73 
4.92 4.83 4.82 +0.01 
4.86 
2.97 
2.93 
95 2.96 —0.01 
2.92 eed 
2.99 


® Loc. cit. 
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TABLE XXIV 
BRASS 


Composition: Cu, 61.552 per cent; Pb, 0.164 per cent; Fe, 0.306 per cent; Ni, 13.668 
per cent; Zn, 24.310 per cent. Cu, Pb and Fe removed but not the Zn. 


Colorimetric Electrolytic Difference, Mean, 
Per Cent Ni Per Cent Ni Per Cent Per Cent 
13.63 13.668 —0.038 
13.63 13.668 —0.038 —0.015 
13.70 13.668 +0.032 


DETERMINATION OF NICKEL BY POTASSIUM DI-THIO-OXALATE 
MeEtuHop oF FAIRHALL #4 


This method is based upon the deep magenta color obtained when 
potassium di-thio-oxalate is added to solutions containing minute 
amounts of nickel. The reaction was first observed by Jones, and 
Tasker.® It not only is more sensitive than any other colorimetric 
method for nickel analysis, but also permits the accurate determina- 
tion of small fractions of a milligram. 

The method described below was developed for the determination 
of nickel in the minute quantities that occur in biological material. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19, and 1: 1 

2. Acetic acid, glacial. 

3. Ammonium hydroxide. Prepare by absorbing ammonia gas in 
cold distilled water. 

4, Ammonium acetate, 50 per cent. 

5. Ammonium oxalate, 0.5 N. Dissolve 40 grams of ammonium 
oxalate, (NH4)2C204-H20, in water and dilute to a liter. | 

6. Sodium citrate, 20 per cent. 77H | 

7. Bromine. 

8. Hydrogen sulfide. See p. 240. | 

9. Potassium di-thio-oxalate.6 The following nethen of 


4 i, T. Fairhall, J. Ind. Hyg., 8, 528 (1926). 
5 J. Chem. Soc., 95, ii, 1904 (1909). _ 
6 This salt may be obtained from Eastman Kodak Coe Rocha N. 3 vi 
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aration of potassium di-thio-oxalate is that of Jones and Tasker’ as 
modified by Fairhall. (See Note 1.) Treat 2 gram-molecules of ethyl 
mercaptan with 1 gram-molecule of oxalyl chloride at room tempera- 
ture, adding the oxaly] chloride in small amounts at a time. Hydrogen 
chloride is abundantly evolved. After action has apparently ceased, 
heat gently in order to drive off the remaining excess of hydrogen 
chloride and an excess of either of the reacting substances. Dissolve 
the resulting ethyl di-thio-oxalate in ethyl alcohol and add an equiva- 
lent of potassium hydrosulfide dissolved in alcohol. The latter should 
be prepared by treating an equivalent weight of potassium hydroxide 
in alcohol with hydrogen sulfide until the cold solution is saturated 
with hydrogen sulfide gas; it should be allowed to stand overnight 
and then be filtered from the residue of metallic sulfides. Pour the 
alcoholic potassium hydrosulfide solution into the solution of ethyl 
di-thio-oxalate, stirring vigorously, and allow to stand for about an 
hour. An abundant white crystalline precipitate of potassium di-thio- 
oxalate forms. Pour off the supernatant fluid, collect the crystals on 
a Biichner funnel, and wash well with cold alcohol. The crystals 
should be dried and stored in amber-colored bottles. The salt will 
keep for several months but eventually becomes light coffee-colored 
and gives the characteristic magenta color with nickel accompanied 
by a turbidity in acid solution which interferes with accurate readings. 


Procedure A: Preliminary Treatment 


(1) Drying and Carbonizing—The material (tissues, excreta, 
foodstuffs, milk, etc.), must be dried, baked in an oven until charred, 
and then ashed, preferably in an electric muffle furnace. Transfer the | 
material to a porcelain dish and heat to dryness on a hot-plate or in an 
oven. When dry, increase the temperature so that the material is car- 
bonized. ‘Transfer the char to a small porcelain dish for ashing. Urine 
or milk should be boiled to dryness in a large porcelain dish on.a hot- 

plate. Vigorous boiling is to be avoided, and, in order to prevent 
bumping and spattering, add 10 cc. of concentrated hydrochloric acid. 
Char the residue as above and transfer to a small porcelain dish. 

(2) Ashing—Transfer the dishes of carbonized material to the 
muffle furnace and heat at a low red heat. They should remain at this 
1 mperature no longer than half an hour as the salts (in the case of 
irine and certain foodstuffs) fuse and coat the carbon particles, pre- 


"Loc: cit. 
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venting any further oxidation and making the subsequent extraction 
difficult. It is better to underheat the first time than to overheat. 
After the dishes have been removed and are cold, treat them with 15 
cc. of 1 : 1 hydrochloric acid, cover the residue with water, and heat 
to boiling, first covering the porcelain dishes with clock glasses. Filter 
and extract twice more with boiling water. Return the filter paper and 
residue to the porcelain dish, dry in a hot-air oven, and re-ash in the 
muffle furnace. When cold, extract as before. One more ignition 
and extraction will generally be necessary before everything goes into 
solution. There is usually a siliceous residue from feces, which may be 
discarded. 

(3) Removal of Heavy Metals.—Neutralize the hydrochloric acid 
solution with pure ammonium hydroxide, using methyl orange as an 
indicator. Then add a few drops of hydrochloric acid until the solu- 
tion is just acid in reaction. Saturate the cold solution with hydrogen 
sulfide gas and allow it to stand a few hours or overnight if no precipi- 
tate forms at once. Filter and wash the residue with hydrogen sulfide 
water. Boil the filtrate till free from hydrogen sulfide and add bro- 
mine water in sufficient amount to oxidize the iron to the ferric state. 
The solution is then analyzed for nickel by one of the two following 
methods. 


Procedure B: Determination of Nickel 


(1) In the Absence of Cobalt.—It is necessary to free the solution 
from iron only in order to estimate the nickel directly. Most biologic 
material contains iron in varying amounts, accompanied usually by a 
- greatet amount of phosphate. Ferric phosphate is insoluble in neu- 
tral or acetic acid solution, and the iron may be removed, therefore, 
by merely neutralizing the solution. This must be done carefully, 
however, in order to avoid precipitating calcium and magnesium phos- 
phates. The best plan is to add a buffer salt such as ammonium ace- 
tate. The slightly acid solution containing ferric iron ‘should be 
treated with 10 cc. of 50 per cent ammonium acetate solution and 0.5 
cc. of glacial acetic acid. All the free hydrochloric acid is neutralized 
by the ammonium acetate, and an equivalent amount of acetic acid is 
liberated. The acetic acid prevents the precipitation of calcium and 
magnesium phosphates. The solution must be cold before the ammo 
nium acetate is added, otherwise part of the iron will be reduced and 
thus escape precipitation. Filter the cold solution through quant 
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tative filter paper into a volumetric flask. The filtrate should be 
water-white with no trace of turbidity. The ferric phosphate is usually 
small in amount and is readily filtered out. Dilute the solution to an 
exactly known volume, say 500 cc. 

Nickel Reading.—Transfer 50 cc. of this solution to a Nessler tube 
and add a small amount of potassium di-thio-oxalate. If nickel is 
present, a clear magenta color develops at once. If nickel is absent, 
no color is apparent except that the solution may be slightly yellowish 
from an excess of di-thio-oxalate. A brownish color indicates an 
excess of cobalt in solution; a purple shade shows that the iron has not 
been completely removed, and in this event it will be necessary to 
repeat the oxidation and precipitation with an aliquot part of the solu- 
tion. This is very troublesome and it is far easier to insure complete 
oxidation of the iron at the earlier stage. 

In order to determine the amount of nickel present, a series of 
nickel standards in Nessler tubes should be prepared, ranging from 
0.005 to 0.05 mg. of nickel—i.e., 0.005, 0.01, 0.02, 0.03, 0.04, 0.05 mg. 
The unknown solution should be matched against these. It is not 
‘advisable to use higher concentrations of the standard nickel solution 

with Nessler tubes, as the tint is too deep for satisfactory reading. For 
larger amounts of nickel, it is preferable to use a colorimeter of the 
Duboscq type. 

(2) In the Presence of Cobalt.—In case cobalt is present in amount 
sufficient to interfere with the colorimetric test for nickel, separation of 
the nickel from the cobalt will be necessary before the test is applied. 
Iron, if present in the solution, may be prevented from precipitating at 

_a later stage (as the hydroxide) by the addition at this point of sodium 
citrate. Add 10 cc. of 20 per cent sodium citrate solution. Then add 
ammonium oxalate solution very slowly, stirring constantly, so as to 

separate calcium oxalate in crystalline form in the acid solution. 

When precipitation ceases, add dilute ammonium hydroxide -slowly 

in such a manner as to produce crystalline ammonium magnesium 
phosphate in the same solution without filtering out the calcium oxa- 
late. After the calcium and magnesium are quantitatively precipi- 
tated, they should be filtered out, washed, redissolved in hydrochloric 
acid, and reprecipitated as before. The filtrate from this precipitation 
hould be combined with the first filtrate. In this way any nickel 
hat is mechanically carried down with or incompletely washed out of 
the first precipitate may be recovered. The alkaline filtrate, which is 
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now free from calcium and magnesium, and partly free from phos- 
phates (the latter are removed only as a means of eliminating mag- 
nesium), is treated with an excess of a-benzyl-dioxime, filtered, the 
residue dissolved in acid—aqua regia is preferable—and the acid solu- 
tion evaporated to dryness in a porcelain dish. Add 1 or 2 cc. of con- 
centrated hydrochloric acid and again evaporate to dryness in order 
to destroy any excess of nitric acid. Finally, dissolve the residue in a 
few drops of dilute hydrochloric acid, dilute to a convenient known 
volume, and determine the nickel content by the colorimetric method 
already outlined. (See Note 2.) 


Notes. 


1. It has been found that different lots of potassium di-thio-oxalate 
vary somewhat in the rate at which the color of the compound changes 
in acid solution with amounts of nickel of less than 0.05 mg. The rate 
of change is not significant in solutions of low acidity, but in strongly 
acid solutions the color change is noticeable after an hour or more and 
the Nessler tube readings are affected by a turbidity which develops. 
Apparently the method of preparation is partly at least responsible 
for this, as one lot (used by Fairhall) in particular was but little 
affected by changes in acidity. 

2. The second method is longer and more troublesome than the 
first, and fortunately need be utilized only in those cases where a notice- 
able amount of cobalt is present. The small amount of cobalt existing 
in nickel or nickel salts is insufficient to have any effect on the color 
which develops and, judging from the analyses obtained so far, it is 
only occasionally that cobalt is excreted in sufficient amount to inter- 
fere with the test. | 

3. An examination of this colorimetric method has shown that 
nickel in amounts of 1 mg. can be determined with an average accuracy 
of 0.02 mg. To test this, a solution was made up of pure salts in imi- 
tation of the mineral content of milk. Exactly 1 mg. of nickel was 
added to portions of this salt solution, each of which corresponded in 
mineral content to 500 cc. of milk. These solutions were then analyzed 
for nickel by the procedure outlined above. Ina series of ten experi- 
ments the maximum deviation was 0.05 mg. and the average error 
0.02 mg. 

Experiments in which the acidity of the solution was varied, using 
hydrochloric acid in one case and acetic acid in the other, showed that 
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the determination of nickel in amounts of 0.1 mg. or more is not 
seriously affected by varying the acid concentration from 0.0001 molar 
to 1.0 molar. Estimations made of the nickel content of solutions of 
nickel in acid solutions of various strengths are summarized in ‘Table 
XXV. The depth of color of these solutions when treated with potas- 
‘sium di-thio-oxalate was compared with a standard of the same con- 
centration in distilled water, using a Duboscq colorimeter for com- 
parison. It is apparent from these results that readings of this amount 
of nickel can be made with accuracy in solutions ranging from 0.0001 
to 1.0 molar in acidity. 


TABLE XXV 


Errect or Acid CONCENTRATION ON NICKEL ESTIMATION 


Acid ; 
pont a Concentration Eiyarochiorie Acetic Acid 
Nickel, Mg (Molar) Acid 
0.1 1.0 0.098 0,097 
0.1 0.1 0.099 0.101 
0.1 0.01 0.094 0.101 
(Oe 0.001 0.098 0.098 
ORT 0.0001 | 0.098 0,097 


In the method of analysis as above outlined, the degree of acidity 
of the final solution which is used for the nickel reading will be no more 
than 0.02 molar. When the amounts of nickel are less than 0.05 mg., 
the acidity should be adjusted, however, so that the solution is no more 

_than 0.01 molar with respect to acid. With amounts of nickel of 0.01 
mg. or less and an acidity greater than 0.01 molar, the color developed 
is tinged with yellowish brown instead of clear pink, making compari- 
‘son with the standards difficult. With a quantity as minute as this, 
however, it is still possible to make a color comparison with the 
_ standards by adjusting the latter to the same degree of acidity as the 
_unknown solutions. 


DETERMINATION OF NICKEL AS THE CHLORIDE IN CONCENTRATED 
HYDROCHLORIC ACID 

Pure nickel chloride dissolved in concentrated hydrochloric acid 

gives a yellow solution, the intensity of which is proportional to the 

amount of nickel present. The maximum color is obtained in about 
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30 per cent hydrochloric acid or stronger. 8 Hence, all solutions and 
dilutions must be made with hydrochloric acid of at least 30 per cent 
strength. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. Must be free of copper, cobalt, 
iron, and nickel. 

2. Concentrated nitric acid, sp. gr. 1.42. 

3. Standard nickel solution. Dissolve 4.9554 grams of Cu-, Co-, 
and Fe-free nickel nitrate, Ni(NO3)2:6H20, in concentrated hydro- 
chloric acid and evaporate almost to dryness on the water-bath. Add 
more concentrated hydrochloric acid and again evaporate almost to 
dryness. Again add more concentrated hydrochloric acid and evap- 
orate. Be certain that all nitric acid has been expelled. Finally, dis- 
solve the residue and make up to 500 cc. with concentrated hydro- 
chloric acid. Thoroughly mix. This solution contains 2 mg. of 
nickel per cubic centimeter. 

Procedure.—Dissolve about 0.2 gram of the nickel alloy in con- 
centrated nitric acid, evaporate almost to dryness three times on the 
water-bath with concentrated hydrochloric acid, dissolve in about 3 
drops of hydrochloric acid (1 : 1), transfer to a colorimeter tube, and 
dilute to 50 or 100 cc. with concentrated hydrochloric acid, depending 
upon the depth of color. If cobalt is absent, the comparison may be 
made by the balancing method. A green tinge indicates the presence 
of cobalt. In this case, use the method of dilution, the solution of 
sample being diluted with concentrated hydrochloric acid. The 
standard is given the same green tinge as that of the sample by adding 
standard cobalt solution. The amount of standard cobalt solution’ 
required is a measure of the cobalt content of the sample. 


Notes. 


1. A series of standards is not advisable since in the determination 
there are usually two variables: (1) the amount of nickel solution used 
in the pure acid and (2) the amount of cobalt solution added to the 
nickel solution. 

2. The nickel must always be in concentrated hydrochloric acid or 
the yellow color will turn to green. Also, the cobalt must always be 
in the concentrated acid or the blue color will turn to pink. 


8 C. Hiittner, Z. anorg. Chem., 86, 341 (1914). 
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3. The 0.2 gram sample taken in the above procedure is for alloys 
and ores containing from 0.1 to 10 per cent of nickel. If the nickel 
content is less than 0.1 per cent, a larger sample should be used. 

4. Copper and iron interfere. The copper is precipitated with 
hydrogen sulfide, the excess hydrogen sulfide boiled off, the iron oxi- 
dized and then precipitated as the basic acetate. Sodium chloride 
does not interfere. Nitric acid and free chlorine must not be present. 

5. Since nitric acid must be removed by repeated evaporations 
with concentrated hydrochloric acid, the sample should be dissolved 
in the latter, if possible. Unfortunately, this is usually not possible 
and nitric acid must be used. 

6. The nickel and cobalt may be separated together electrolytically, 
dissolved and treated as given in the procedure above. 


CHAPTER XXVI 
NITROGEN 


(Ammonia, Nitrite, and Nitrate) 


DETERMINATION OF AMMONIA BY NESSLER’S REAGENT 


NESSLER’S! reagent is an alkaline solution of potassium mercuric 
iodide, KeHgl4. This reagent reacts with ammonia or ammonium 
salts to form an orange-colored complex compound of the composition 
HgO-Hg(NHg2)I. The reaction is an extremely delicate test for 
ammonia and ammonium salts. If the solution contains more than a 
few milligrams of ammonia per 100 cc., a distinct orange precipitate is 
formed; smaller concentrations produce a yellow to brown colored 
solution. 


Reagents. 


1. Nessler’s reagent.” Dissolve 2.5 grams of potassium iodide in 
3 cc. of water, add 3.5 grams of mercuric iodide and stir until solution 
is complete. Then add 100 grams of a 15 per cent solution of potas- 
sium hydroxide, mix, allow to settle, and decant the clear supernatant 
liquid. If the reagent is needed at once, add a little tale and filter 
through a column of clean, finely divided sand. Keep the solution in 
the dark. 

2. Rochelle salt. Dissolve 50 grams of Rochelle salt, KNaC4H40., 
in 100 cc. of water and add 5 cc. of the Nessler reagent as a preserva- 
tive. 

3. Standard ammonium chloride solution. Dissolve 0.3141 gram 
of pure ammonium chloride in water, dilute to a liter, and thoroughly 
mix. One cubic centimeter of this solution contains 0.1 mg. of 
ammonia. 

Procedure.—Add 3 cc. of the Rochelle salt solution and 3 cc. of 
Nessler’s reagent to 100 cc. of the sample. A yellow to brown color 

1J. Nessler, Chem. Gaz., 1856, 446. 

2G. Frerichs and E. Mannheim, Apoth. Ztg., 29, 972 (1914). 
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appears at once. Match the color against a series of standards, by 
the dilution or balancing method, or by the method of duplication. 

A standard for the methods of balancing and duplication may be 
prepared by adding 20 cc. of the Rochelle salt solution and 20 cc. of 
Nessler’s reagent to 100 cc. of the standarl ammonium chloride solu- 
tion and diluting to a liter. One cubic centimeter of this standard 
contains 0.01 mg. of ammonia. In case this standard is too concen- 
trated, dilute it to one-fifth or to one-tenth of its strength. 


Notes. 


1. Calcium and magnesium are precipitated by Nessler’s reagent 
and, hence, would interfere with the analysis. They may be removed 
by precipitating in the usual way and filtering, but it is more con- 
venient to add Rochelle salt which holds them in solution. 

2. The yellow to brown color produced by the reaction of ammonia 
with Nessler’s reagent is fairly stable. 

3. J. H. Robertson and A. Hisey® have recently made an extensive 
experimental study on the nature of the Nessler color and conclude 
that it is due to colloidally dispersed particles in suspension and not in 
true solution. 


DETERMINATION OF AMMONIA BY PHENOL AND SODIUM 
HYPOCHLORITE 
When phenol and sodium hypochlorite are added to a solution - 
containing an ammonium salt an intense blue coloration is produced. 
The reaction is said to be as sensitive as the Nessler test but does not 
permit as great an accuracy. + 


Reagents. 


1. Sodium hypochlorite. Use a dilute solution of NaOCl. 

2. Phenol, 4 per cent. 

3. Standard ammonium chloride solution. Dissolve 0.3441 gram 
of purified ammonium chloride in water, dilute to a liter and thor- 
oughly mix. Dilute 10 cc. of this solution to 100 cc. and mix. The 

diluted solution contains 0.01 mg. of ammonia per cubic centimeter. 
. Procedure.—Place 5 cc. of the sample in a tube, add 1 cc. of dilute 
sodium hypochlorite solution, 1 cc. of the phenol solution, dilute to 

3 Private communication from Dr. J. H. Robertson. 


_ *P. Thomas, Bull. soc, chim., 11, 796; G, E. Foxwell, Gas World, 64, No. 1654 (Cook- 
ing Section), 10 (1916). 


308 NITROGEN 


10 cc., mix, and heat for 2 minutes by placing the tube in boiling water. 
Heating brings out the maximum intensity of color. Match the color 
against a series of standards, or by the methods of balancing and 
dilution. To prepare a standard suitable for the two latter methods, 
add 5 cc. of the sodium hypochlorite solution and 5 cc. of the phenol 
solution to 10 cc. of the ammonium chloride (0.3141 gram NH4Cl per 
liter) solution, dilute to a liter, and thoroughly mix. One cubic centi- 
meter of this standard contains 0.001 mg. of ammonia. 


Notes. 


1. Matching the color by thé method of duplication is not very 


satisfactory. ° 

2. Calcium does not interfere with the analysis. A large amount of 
free acid must be avoided. 

3. The above procedure will detect as little as 0.0001 mg. of ammo- 
nia in the 5 cc. sample taken: 


DETERMINATION OF NITRITE BY SULFANILIC ACID 
AND o-NAPHTHYLAMINE 


When a mixture of acetic acid solutions of sulfanilic acid and 
a-naphthylamine is added to a solution containing nitrite, a red color- 
ation appears which gradually darkens on standing. The maximum 
intensity requires several hours and sometimes several days, but a 
satisfactory color comparison may be made after about 5 minutes, 
provided the sample and standard are treated at the same time. 


Reagents. 


1. Sulfanilic acid. Add 1 gram of sulfanilic acid to 14.7 grams of 
glacial acetic acid and 15 cc. of water. Warm until solution is com- 
plete and dilute by adding 270 cc. of water. Stir while diluting. 

2. a-Naphthylamine. Add 0.2 gram of a-naphthylamine to 14.7 
grams of glacial acetic acid and 25 cc. of water. Warm until solution 
is complete and dilute with 300 cc. of water. Stir while diluting. 

3. Standard nitrite solution. Dissolve 0.0493 gram of purified 


sodium nitrite in water and dilute to 100 cc. Thoroughly mix. Add ~ 


10 cc. of this solution to 90 cc. of concentrated sulfuric acid and mix. 
One cubic centimeter of the nitrosyl sulfuric acid contains 0.01 mg. of 
nitrogen. 


5 F. D, Snell, Colorimetric Analysis, p. 120, D, Van Nostrand Co., New York, 1921. — 
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Procedure.—Place 20 cc. of the sample in a Nessler tube and 18 cc. 
of distilled water in a second Nessler tube. Add to the water an 
amount of standard nitrite solution estimated to be the amount present 
in the sample. Then to each Nessler tube add 3 cc. of a freshly pre- 
pared mixture of the sulfanilic acid and a-naphthylamine reagents, mix 
the contents of the tubes, allow to stand 5 minutes and compare their 
colors. If they are not identical, repeat the analysis, using a standard 
containing the amount of nitrite estimated to be in the sample. After 
a little experience, the operator can estimate fairly closely the amount 
of nitrite to take for the second test. 

Note.—The nitrous acid converts the sulfanilic acid into the corre- 
sponding diazo compound and the latter reacts with the a-naphthyla- 
mine to form a red azo dye. As mentioned above, the formation of 
the red color requires several hours or even days to reach its maximum 
intensity but a satisfactory depth of color is obtained in 5 minutes. 
Hence, by treating the sample and standard at the same time and 
keeping the conditions (temperature, volume of reagents, etc.) identi- 

» cal, a comparison may be made in 5 minutes after adding the 
reagents. 


DETERMINATION OF NITRITE EY a-NAPHTHYLAMINE 
HYDROCHLORIDE 
This method is based upon the color reaction between nitrous acid 
and a solution of a-naphthylamine hydrochloride and tartaric acid. 
It is necessary that the test solution contain not more than 0.15 mg. 
of nitrous acid per liter, otherwise the reagent will produce a precipi- 
tate.7 


Reagents. 

1. a-Naphthylamine hydrochloride reagent. Dissolve 5 grams of 
a-naphthylamine hydrochloride in 50 grams of concentrated sulfuric 
acid containing 445 grams of tartaric acid. This solution is perfectly 
stable. 

2. Standard nitrite solution. Dissolve 0.4926 gram of purified 
sodium. nitrite in water, dilute to a liter, and mix thoroughly. Ten 
cubic centimeters of this solution are then diluted to a liter and mixed. 

- This solution contains 0.001 mg. of nitrogen per cubic centimeter 
(corresponding to 0.00328 gram of NOz or 0.00443 gram of NOs). 


6 Fowler, Sewage Works Analyses, p. 64. John Wiley & Sons, New York. 
7G, Romijn, Chem. Weekblad, 11, 115 (1914). 
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Procedure.—Place 50 cc. of the sample in a comparison cylinder, 
add 1 cc. of the a-naphthylamine reagent, mix and match the color 
by the method of duplication, balancing, or dilution. In case the 
sample contains more than 0.15 mg. of nitrous acid per liter, it must 
be diluted and an aliquot part taken for analysis. With very dilute 
samples, 100 cc. may be used for the analysis. . 

To prepare a standard for the balancing or dilution method, dilute 
1 cc. of the standard (containing 0.4926 gram of sodium nitrite per liter) 
with 800 to 900 cc. of water, add 1 cc. of the reagent, dilute to a liter, 
and mix thoroughly. One cubic centimeter of this standard contains 
0.0001 mg. of nitrogen. 

Note.—A series of standards is not recommended on account of 
the delicacy of the test. 


DETERMINATION OF NITRITE BY METAPHENYLENEDIAMINE 


The method is based upon the formation of triaminoazobenzene 
(Bismarck brown) by the action of nitrous acid on metaphenylenedia- 
mine.® The color varies from yellow to yellowish brown, depending 
upon the amount of nitrous acid present. 


Reagents. 


1. Sulfuric acid, 6 N. 

2. Metaphenylenediamine. Dissolve 5 grams of metaphenlenedia- 
mine in water, make the solution distinctly acid with sulfuric acid 
and dilute to a liter. In case the solution is not colorless, decolorize 
with animal charcoal. 

3. Standard nitrite solution. Dissolve 0.0493 gram of purified 
sodium nitrite in water, dilute to 100 cc. and thoroughly mix. Dilute 
10 cc. of this solution with 90 cc. of sulfuric acid, sp. gr. 1.84. One 
cubic centimeter of this nitrosyl sulfuric acid contains 0.01 mg. of 
nitrogen. 

Procedure.—Place 100 cc. of the sample in a Nessler cylinder and 
add a mixture of 2 cc. of 6 N sulfuric acid and 1 cc. of the metapheny- 
lenediamine reagent. Mix and compare against a series of standards 
prepared with measured quantities of the nitrosyl sulfuric acid diluted 
to 100 cc. before adding the reagent. 


8 P. Griess, Ber., 11, 624 (1878). 
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If it is desired to make the color comparison by the method of bal- 
ancing or that of dilution, a convenient standard may be prepared by 
treating 10 cc. of the standard nitrosyl sulfuric acid solution with 2 cc. 
of the reagent, diiuting to 100 cc. and mixing. This gives a standard 
solution containing 0.001 mg. of nitrogen per cubic centimeter. 

Since Bismarck brown is formed very quickly, the method of 
duplication may also be used. 


DETERMINATION OF NITRITE BY DIMETHYLANILINE ° 


When a solution of dimethylaniline in dilute hydrochloric acid is 
added to a solution containing nitrite, a yellow color develops in from 
15 to 30 minutes. The color is due to the formation of p-nitrosodi- 
methylaniline and its intensity is proportional to the nitrite content 
of the original solution. Nitrates do not interfere and the reaction 
will detect 1 part of nitrous acid in 1,000,000 parts of solution. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Dimethylaniline. Dissolve 8 grams of dimethylaniline in 100 
cc. of 4 per cent hydrochloric acid solution. 

3. Standard nitrite solution. Dissolve 0.0493 gram of pure sodium 
nitrite in water, dilute to a liter, and mix thoroughly. The solution 
contains 0.01 mg. of nitrogen per cubic centimeter. 

Procedure.—Place 50 cc. of the sample in a colorimeter tube, add 
1 drop of concentrated hydrochloric acid, 3 drops of dimethylaniline 
reagent, mix, and in 15 to 30 minutes compare the color against a 
standard nitrite solution prepared similarly. 

Note.—The sample and standard should be treated simultaneously 
to avoid any difference in depth of color due to a difference in the 
time of standing before comparing. 


DETERMINATION OF NITRITE BY ANTIPYRIN 


This method is based upon the green coloration produced when 
an acetic acid solution of antipyrin is added to a solution containing 
nitrite. One part of nitrous acid in 20,000 parts of solution will give a 
green coloration. 


©. H, Miller, Analyst, 37, 345 (1912). 
10M. C. Schuyten, Chem. Ztg., 20, 722 (1896). 
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Reagents. 


1. Antipyrin. Use a 10 per cent solution in acetic acid. Dilute 
with water to a 1 per cent solution as needed. 

2. Standard nitrite solution. Dissolve 0.0493 gram of pure sodium 
nitrite in water, dilute to a liter, and thoroughly mix. One cubic 
centimeter of this solution contains 0.01 mg. of nitrite nitrogen. 

Procedure.—Add 5 cc. of 1 per cent antipyrin reagent to 5 cc. of 
the sample and match the green color thus produced against a series 
of standard nitrite solutions similarly treated. 

Note.—The presence of heavy metals or of organic matter does 
not interfere with the reaction, but the green color changes at once to 
yellow if ferric salts, or free hydrochloric or sulfuric acids are present. 


DETERMINATION OF NITRITE BY ZINC IODIDE STARCH SOLUTION 


When zinc iodide starch:solution is added to a solution containing 
nitrous acid, a blue color develops whose intensity is proportional to 
the amount of nitrous acid present. The nitrous acid liberates 
iodine which in turn forms the characteristic starch-iodide blue. 


Reagents. 


1. Sulfuric acid, 6 N. 

2. Zinc iodide starch solution. Twenty grams of stannous chloride 
and 5 grams of starch are added to 100 cc. of water and the mixture 
boiled for several hours until the starch has been thoroughly disinte- 
grated. A little water is added from time to time to replace that 
lost by evaporation. Add 2 grams of zinc iodide, dilute to a liter and 
allow the solution to stand a week or two and decant the clear super- 
natant liquid as needed. 

3. Standard nitrite solution. Dissolve 0.4926 gram of purified 
sodium nitrite in water, dilute to a liter, and thoroughly mix. Ten 
cubic centimeters of this solution are diluted to a liter and thoroughly 
mixed. One cubic centimeter of the dilute solution contains 0.001 
mg. of nitrogen (corresponding to 0.00328 gram of NOz or 0.00443 
gram of NOs). 

Procedure.—Place 50 cc. of the sample in a comparison tube, 
acidify with 2 cc. of 6 N sulfuric acid, add 4 cc. of the zinc iodide starch 
solution, and mix. The color of the solution may be matched against 
a series of standards similarly prepared or by the method of dilution 


DETERMINATION OF NITRATE BY PHENOLDISULFONIC ACID 313 


or balancing. The standard for the latter two methods is prepared by 
adding 800 to 900 cc. of water to 10 cc. of nitrite solution containing 
0.4926 gram of sodium nitrite per liter, then adding 15 cc. of the zinc 
starch iodide solution, and finally diluting to a liter and mixing. 


Notes. 


1. Matching the colors by the method of duplication is not advis- 
able on account of the time required for the color to develop. If the 
solutions are placed in the sunlight the color develops more rapidly. 

2. The zinc iodide starch method has been estimated to be twenty 
times more sensitive than the metaphenylenediamine reaction.!! 
(See page 310.) 

A blue color will appear within 7 minutes if 0.00025 mg. of nitrous 
acid is present in the 50 cc, sample taken. 


DETERMINATION OF NITRATE BY PHENOLDISULFONIC ACID ” 


When phenoldisulfonic acid is added to a solution containing a 
minute quantity of nitrate a yellow coloration is produced, the inten- 
sity of which is proportional to the nitrate content. The method is 
especially adapted to water analysis and has been adopted by the 
American Public Health Association. The following paragraphs on 
“Reagents” and “ Procedure”’ have been taken from the A. P. H. A. 
“ Standard Methods.” !3 


- Reagents. 


1. Phenoldisulfonic acid. ‘Dissolve 25 grams of pure white phenol 
in 150 cc. of pure concentrated sulfuric acid. Add 75 cc. of fuming sul- 
furic acid (15 per cent SOs), stir well, and heat for 2 hours at about 
100° C.”’ | . 

2. Potassium hydroxide solution. ‘* Prepare an approximately 0.12 
N solution, 10 cc. of which will neutralize about 4 cc. of the phenoldi- 
sulfonic acid.” 

3. Standard nitrate solution. “Dissolve 0.7215 gram of pure 

11 Analyst, 89, 350 (1914). 
12 —. M. Chamot and D. S. Pratt, J. Am. Chem. Soc., 31, 922 (1909); zbid., 32, 630 
(1910); and H. W. Redfield, ibid., 38, 366; 381 (1911). 


13 Standard Methods for the Examination of Water and Sewage, 6th ed., p. 20. Ameri- 
can Public Health Association, New York, 1925. 
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recrystallized potassium nitrate in 1 liter of distilled water. Evap- 
orate 50 cc. of this solution to dryness on the water-bath. Moisten 
the residue quickly and thoroughly with 2 cc. of phenoldisulfonic 
acid, and rub with a glass rod to insure intimate contact. Dilute 
to 500 cc. This is the standard solution, 1 cc. of which contains 0.01 
mg. of nitrate nitrogen, or 0.04427 mg. of NOs.” 

4. Standard silver sulfate solution. “ Dissolve 4.397 grams of silver 
sulfate free from nitrate in 1 liter of water: 1 cc. of this solution is 
equivalent to 1 mg. of chloride radical.”’ 

Procedure.—“ The alkalinity, chloride, nitrite content, and color of 
the sample must be first determined. If the sample is highly colored, 
decolorize it with freshly precipitated aluminum hydroxide. Measure 
into an evaporating dish 100 cc. of the sample: a smaller volume may 
be used unless the amount of nitrate is low, and in any case the volume 
of sample should be such that the nitrate nitrogen does not exceed 1 mg. 
Add sufficient 0.02 N sulfuric acid nearly to neutralize the alkalinity. 
Then add to the cold solution sufficient standard silver sulfate solution 
to precipitate all but about 0.1 mg. of chloride. The removal of 
chloride may be omitted if the sample contains less than 30 parts per 
million of chloride. To the mixture add a little aluminum hydroxide, 
stir very thoroughly, allow to stand for a few minutes, filter and wash 
with distilled water. Most waters, if heated with silver sulfate solu- 
tion, suffer an appreciable loss of nitrate nitrogen. Evaporate the 
filtrate to dryness, add 2 cc. of disulfonic acid solution, rubbing with a 
glass rod to insure intimate contact. If the residue becomes packed or 
appears vitreous because of the presence of much iron, heat the dish 
on the water-bath for a few minutes. Dilute the mixture with dis- 
tilled water and add slowly a strong solution of potassium hydroxide 
until the maximum color is developed. Transfer the solution to a 
Nessler tube, filtering if necessary. If nitrate is present a yellow color 
will appear. Compare the color with that of standards!* made by 
adding 2 cc. of strong potassium hydroxide to various volumes of 
standard nitrate solution and diluting them to 50 cc. in Nessler tubes; 
the following volumes of standard nitrate solution are suggested: 
0.1, 0.3, 0.5, 0.7, 1.0, 3, 5, 10, 20, 30, 40, 50 cc., yielding standards con- 
taining 0.001 to 0.5 mg. nitrogen. These standards may be kept sev- 
eral weeks without deterioration. 


“4D, D. Jackson, Tech. Quart., 18, 314 (1900); L. M. Kendall and E. H. Richards, — 


ibid., 12, 277 (1904). 
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“Standards prepared from tripotassium nitrophenol disulfonate!5 
will remain permanent for several years if stored in the dark. 

“Tf nitrite nitrogen is present in excess of 1 part per million, it 
should be removed by heating the samples a few minutes with a few 
drops of hydrogen peroxide, free from nitrate, repeatedly added, !°® 
or dilute potassium permanganate may be added until a faint pink 
coloration persists; the nitrogen equivalent of the nitrite thus oxidized 
to nitrate is then subtracted from the final nitrogen reading.”’ 


Notes. 


1. When chlorides are present in the water, Gericke!’ recommends 
the following modified procedure in order to avoid loss of nitrates, 
which in the above method is due to the action of acid added to the 
dry salt after evaporation to dryness: “To the sample, placed in a 
casserole or beaker, 1.5 cc. of concentrated sulfuric acid are added 
with constant stirring, then 2 cc. of phenoldisulfonic acid reagent. 
_ The casserole is then placed on a water-bath, and most of the solution 
evaporated at the ordinary temperature of the water-bath. The last 
part of the evaporation, however, should be performed at a tempera: 
ture preferably not over 70° C. 

“The evaporation should proceed until the original solution is 
concentrated to a quantity varying from 6 or 7 to 12 or 14 cc. The 
point to which evaporation must be continued is determined by the 
amount of nitrates in the original solution; for a low nitrate content 
a greater concentration of the original solution will be necessary. 
The proper concentration is determined by the color of the solution, 
which resembles that of phenoldisulfonic acid, slightly tinged with 
yellow. This condition will come, and final evaporation be attained 
at about the time that acid, due to the presence of chlorine, can be 
detected in the evaporating vapors. The important thing to observe 
in this modification is to bring about the final evaporation at a rela- 
tively low temperature. In no case should the solution be materially 
colored and turbid, although it may be somewhat darkened. A col- 
ored solution will result in an off tint when the alkali is added and will 
necessarily interfere with the accuracy of the determination. When 
the evaporation of the solution to its proper concentration has been 

15 Chamot and Pratt, Joc. cit. 


16R. R. Tatlock and R. T. Thomson, J. Soc. Chem, Ind., 23, 428 (1904). 
17J. Ind. Eng. Chem., 9, 585 (1917). 
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accomplished, about 50 cc. or more of water are added; the solution is 
then neutralized with an alkali, care being taken to avoid the forma- 
tion of excessive temperature when the acid is neutralized. The solu- 
tion is then placed in the colorimeter and compared with a standard 
previously prepared. . . . In cases of very low nitrate and high salt 
content, evaporation of the solution to its proper concentration should 
be performed at a much reduced temperature and preferably under 
partial vacuum, in order to reduce the action of acids on the salts.” 

2. Nichols'* recommends adding a saturated solution of ammo- 
nium chloride after neutralization of the excess acid and before the 
final dilution. The ammonium salt holds the magnesium in solution 
and, hence, makes it unnecessary to filter in the absence of ferric 
hydroxide. 


DETERMINATION OF NITRATE BY DIPHENYLBENZIDINE 


It is well known that a solution of diphenylamine in sulfuric acid 
is a delicate reagent for detecting small amounts of nitrates,!9 a deep 
blue solution being formed. As a quantitative reagent, however, it is 
not satisfactory on account of the difficulty in controlling the reaction 
so as to give uniform results. Diphenylbenzidine, on the contrary, 
may be similarly employed as a quantitative reagent. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. Be certain that the acid is free of 
nitrous and nitric acids. : 

2. Diphenylbenzidine. Prepare according to Wieland?° and pur- 
ify by recrystallization until the correct melting point (242°) is ob- 
tained. 

Dissolve 0.5 gram of the purified diphenylbenzidine in 50 cc. of 
pure sulfuric acid. A fresh solution should be made up about once a 
week, since such solutions gradually turn blue. 

3. Standard nitrate solution. Dissolve 0.3608 gram of pure potas- 
sium nitrate in water, dilute to a liter, and thoroughly mix. Dilute 
10 cc. of this solution to 100 cc. and mix. One cubic centimeter of the 
diluted solution contains 0.005 mg. of nitrogen. 

18 J. Ind. Eng. Chem., 9, 586 (1917). 


19 F. Kopp, Ber., 5, 284 (1872). 
20 Ber., 46, 3300 (1913). 
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Procedure.-The sample should contain between 0.0005 and 
0.005 mg. of nitrogen. The volume of the sample is adjusted to 5 cc., 
if necessary, and to it are added 12 cc. of sulfuric acid, sp. gr. 1.84, 
and the solution placed in a cold water-bath to cool. When cool, 
_ add 3 cc. of the diphenylbenzidine reagent, mix gently with a glass 
rod, let stand 10 minutes, and match the color against a series of 
standards similarly prepared along with the sample, using measured 
amounts of the standard nitrate solution. Let the solutions stand 
an hour at a uniform temperature and again match the color of the 
sample. 


Notes. 


1. The temperature, proportion of the nitrate solution and reagents, 
and the time allowed to elapse after mixing the reagents with the solu- 
tion should be kept as uniform as possible and the same for both 
sample and standard. 

2. When both nitrite and nitrate ‘are to be determined, oxidize 
with potassium permanganate and estimate the total nitrogen as 
nitrate. By subtracting the nitrate nitrogen from the total nitrogen, 
the nitrite nitrogen is obtained. 


DETERMINATION OF NITRATE BY REDUCTION AND NESSLERIZATION 


This is one of the methods for nitrate adopted by the American 
Public Health Association. The method of preparing the reagents and 
the procedure are taken from “‘ Standard Methods for the Examina- 
tion of Water and Sewage,” 6th ed., p. 21, New York, 1925. 


Reagents. 


1. Sodium or potassium hydroxide. Dissolve 250 grams of the 
hydroxide in 1.25 liter of distilled water. Add several strips of 
aluminum foil and allow the evolution of hydrogen to continue over- 
night. Concentrate the solution to 1 liter by boiling. 
| 2. Aluminum foil. Use strips of pure aluminum about 10 cm. 
long, 6 mm. wide, and 0.33 mm. thick, weighing about 0.5 g. 
Procedure.— ‘To 100 cc. or less of the sample in a 300 cc. casserole 
add 2 cc. of the hydroxide solution and concentrate by boiling to 
about 20 cc. Pour the contents of the casserole into a test tube 
about 16 cm. long and 3 cm. in diameter, of approximately 100 cc. 
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capacity. Rinse the casserole several times with nitrogen-free water 
and add the rinse water to the liquid already in the tube, thus making 
the contents of the tube approximately 75 cc. Add a strip of alum- 
inum foil; close the tube by means of a rubber stopper through 
which passes a bent glass tube about 5 mm. in diameter. Put the . 
shorter arm of the tube through flush with the lower side of the rubber 
stopper and let the longer arm extend below the surface of distilled 
water in another test tube. This apparatus serves as a trap through 
which evolved hydrogen escapes freely. The small amount of ammo- 
nia escaping into the trap may be neglected. Allow the action to 
proceed for a minimum period of 4 hours, or overnight. Pour the 
contents of the tube into a distilling flask, dilute with 250 cc. of 
ammonia-free water, distill and collect the distillate in a 200 cc. flask, 
and Nesslerize an aliquot part. If the supernatant liquid in the 
reduction tube is clear and colorless, the solution may be diluted to a 
definite volume and an aliquot part Nesslerized without distillation.”’ 


REFERENCES 


1. A. Hazen, Chem. News, 64, 162-(1891). 
2. E. Bartow and J. S. Rogers, Am. J. Pub. Hygiene, new ser., 5, 536 (1909); also Univ. 
Ill. Bull., 7, No. 2 (Water Survey Series, 7), 14 (1909). 


DETERMINATION OF NITRATE BY BRUCINE?! 


When brucine is added to a solution of a nitrate in the presence of 
sulfuric acid the solution turns an orange-red color but changes to 
yellow. The intensity of the yellow color is proportional to the 
nitrate content of the solution. If a nitrite is present, the solution 
must be made sufficiently acid, otherwise the nitrite will produce a 
yellow color. 

The method is used in the analysis of water, sewage, acids, salts, 
etc. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Brucine. Use a concentrated solution. 

3. Standard nitrate solution. Dissolve 0.1872 gram of pure 
potassium nitrate in water, dilute to a liter, and thoroughly mix. One 
cubic centimeter of this solution contains 0.1 mg. of NOs, 0.115 mg. 
of NOs, or 0.026 mg. of nitrogen. : 

21... N. Winkler, Chem. Ztg., 28, 454 (1899); 25, 586 (1901). 
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Procedure.—-The sample taken for analysis should contain between 
0.01 and 0.2 mg. of nitric acid. If a solid, it is dissolved in water and 
diluted to about 20 cc., if a liquid, a measured volume of the sub- 
stance is adjusted to about 20 cc. To the sample solution in a Nessler 
cylinder add 1 cc. of a concentrated brucine solution and 30 cc. of sul- 
furic acid, sp. gr. 1.84, taking care to add the acid slowly down the side 
of the tube so as not to bring the solution to a boil, thereby causing a 
loss of nitric acid. The sulfuric acid brings out the color, at first an 
orange yellow, then a sulfur yellow. The color comparison is most 
conveniently made by the method of duplication. For this, use 15 cc. 
of water and 5 cc. of concentrated sulfuric acid as the blank. This 
should be colorless; if not, reject it, and make up a blank with purified 
sulfuric acid. 


Notes. 


1. If the solutions are allowed to cool, the color change will be slow. 
In this case, gently warm the solutions over a flame. 

2. The test solution must contain at least 2 parts of sulfuric acid 
to 1 of water, otherwise nitrous acid will produce a color. If it is 
desired to determine both nitrous and nitric acid, adjust the solution 
so that it contains one part of sulfuric acid to two parts of water. 

3. If the sample contains ferrous iron or organic matter, these 
must be oxidized with permanganate solution. The permanganate 
solution is added, drop by drop, until the palest pink color remains 
in the sample solution. It must be remembered that this treatment 
will also oxidize any nitrous acid present. Hence, if it is desired to 
obtain both acids, the nitrous acid must be obtained in a separate 
sample. Calculate the nitrous acid to nitric acid and subtract the 
result from the total nitric acid found in the oxidized sample. This 
gives the amount of nitric acid present in the original sample. 

4. If the sample under examination is sulfuric acid, then.10 cc. of 
water and 10 cc. of acid are used instead of the 30 cc. of concentrated 
sulfuric acid used for other substances. 


DETERMINATION OF NITRATE BY PYROGALLOL ” 


This method is suitable for a quick and approximate estimate 
of the amount of nitrate in sewage effluent and in water. With prac- 
tice, the operator can estimate fairly accurately the amount of nitrate 


_ present. 
F 22 Report of the Royal Commission on Sewage Disposal, Vol. IV, Part V., p. 23. 
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Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Pyrogallol. 

3. Sodium chloride, powdered. 

4. Standard nitrate solution. Dissolve 0.1872 gram of potassium 
nitrate in water, dilute to a liter, and thoroughly mix. One cubic 
centimeter of this solution contains 0.1 mg. of N2Os or 0.115 mg. of 
NOs. 

Procedure.—Place 10 cc. of the sample in a test tube, add about 
0.2 gram of pyrogallol and thoroughly mix. Then introduce 2 cc. of 
sulfuric acid, sp. gr. 1.84, so that it runs down the side of the tube and 
forms a layer at the bottom. Before allowing the acid to flow, have 
the tip of the pipette inserted just below the surface of the liquid. Next 
add about 0.1 gram of powdered sodium chloride. This causes an 
effervescence at the juncture of the two liquid layers and the formation 
of a purple ring. The amount of nitrate is proportional to the inten- 
sity and size of the purple ring. After experience, the operator can 
guess fairly well the amount of nitrate present. This is then checked 
against a standard containing the amount of nitrate estimated to be 
in the sample. 


DETERMINATION OF NITRATE BY STRYCHNINE SULFATE 


MeETHOD OF SCALES AND HARRISON22 


A specially prepared strychnine sulfate reagent is mixed with the 
test solution and concentrated sulfuric acid then added. Upon mix- 
ing, a rose color develops if nitrate is present. With very weak solu- 
tions of nitrates it may require about 30 minutes for the color to 
develop, but stronger ones give a color in a few minutes. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. F 

2. Reduced strychnine. It is better to purchase the strychnine 
sulfate for this reagent in 5 gram bottles and to keep it well protected 
from contact with the air. Equal volumes of a 0.5 per cent solution 
of strychnine sulfate in concentrated hydrochloric acid and a 0.1 per 
cent solution of mercuric chloride in distilled water are mixed. Twenty- 


23 Ind. Eng. Chem., 16, 571 (1924); cf. Denigés, Bull. soc. chim. [4], 9, 544 (1911). — 
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five cubic centimeters-of this mixture are poured cautiously over 1 
gram of magnesium powder in a 300 cc. Erlenmeyer flask. The reac- 
tion is almost violent. Three or more flasks are prepared in this way, 
then combined, and when cool the liquid is filtered or decanted and is 
ready for use. It is better to make several reductions in this way and 
combine them than to make up the reagent in larger quantity, as it is 
safer and at the same time neutralizes any variations in the reduction. 
The reduced strychnine should be used within a few hours. 

3. Standard nitrate solution. Dissolve 6.07 grams of pure sodium 
nitrate in water, dilute to a liter, and thoroughly mix. One cubic 
centimeter of this solution contains 1 mg. of nitrate nitrogen. Dilute 
this stock solution to any desired concentration. 

Apparatus.—A dark box is employed, made in the form of a 
solid block of wood 38 cm. square, 15 cm. thick, with 100 holes 2.5 cm. 
in diameter and 11.5 cm. deep, to accommodate ten rows of tubes. 
It has a hinged cover and is finished in black. The tubes should be of 
uniform size and color. Very satisfactory dimensions are 13 X 1.5 
‘cm. A burette of 100 cc. capacity with a cock and tip of 4mm. bore is 
used for the rapid delivery of concentrated sulfuric acid. 

Procedure.—Extract the substances containing nitrate in any 
satisfactory way. Dilute the extracts in varying amounts, as 50 
times, 100 times, 300 times, etc. Run 1 cc. of the reagent into each 
tube in the first two rows in the dark box. 

Measure out into the first row 5 cc. quantities of known standard 
nitrate solutions, varying consecutively in concentration, as from 0.01 
mg. to 0.10 mg. nitrogen as nitrate per liter. Into the next row 
measure out 5 cc. quantities of the lowest dilution of the first nine 
extracts, running 5 cc. of water only into the tenth tube. Now, add 
as rapidly as safety will permit exactly 5 cc. concentrated sulfuric acid 
to all twenty tubes, avoiding any evolution of gas, then agitate imme- 
diately by pouring each solution carefully into another tube, and 
quickly replace it in the box. Run the reagent into the next two rows 
and proceed as above, using this time the next highest dilution of the 
unknowns of the first set, making the tenth tube one of water only, as 
before. 

Prepare the next two rows similarly, starting with new unknowns 
or higher dilutions of the previous ones as the case may warrant, and 
continue, always completing two rows at atime. Standards and 
unknowns must be run parallel in this way, as it is of the utmost 


322 . NITROGEN 


importance to compare unknowns and standards to which the sulfuric 
acid has been added at the same time. 

The colors may be read as soon as they develop, which should be 
but a few minutes for the stronger ones, and not more than half an 
hour for the weaker ones. The tubes darken in color the longer they 
stand, if not exposed to light, but are still comparable. Light causes 
the color to fade. 

The unknowns are compared with the standards, the color being 
observed either across or down through the tubes. The strength of 
nitrate in the tube of standard which checks with the unknown is 
taken for the reading, R. This, multiplied by the dilution, D, of the 
unknown gives the corresponding reading for an undiluted sample. 
This reading is in milligrams per liter (parts per million). To convert 
to percentage, divide by 1,000,000 : 100, i.e., 10,000; thus the formula 
RX D 

10,000 
where R is the reading in milligrams per liter, and D is the dilution. 


gives the per cent nitrogen as nitrate in the undiluted extract, 


Notes. 


1. The addition of a small quantity of lead, zinc, or mercuric 
chloride increases the sensitiveness of the strychnine reagent very 
much. The 0.05 per cent of mercuric chloride used above gives a 
reagent sensitive to 1 part in 100 millions. Without the chloride, the 
sensitivity is 1 part in 5 millions. Instead of 0.05 per cent of mer- 
curic chloride, 0.5 per cent of zinc chloride or 0.001 per cent of lead 
chloride may be used. It is possible the sensitizing action of the 
mercuric and zinc chlorides may be due, in part at least, to a minute 
quantity of lead chloride present as an impurity. 

2. Great care must be taken in reducing the strychnine sulfate 
in order to obtain the same reagent each time. Zinc is an unsatis- 
factory reducing agent because it usually contains a small amount 
of lead as an impurity. The presence of the lead gives a reagent that 
produces a color with distilled water. Magnesium is used because it 
can be obtained comparatively pure, is a vigorous reducing agent, 
and when used as directed gives a reagent that produces no color with 
distilled water. . 


CHAPTER XXVII 
OXYGEN 


(Free Oxygen, Hydrogen Peroxide, and Water) 


DETERMINATION OF DISSOLVED OXYGEN IN WATER BY 
CUPROUS AMMONIUM CHLORIDE 


MeEtTHOD OF RAMSAY AND HOMFRAY 


WHEN ammonium hydroxide is added to water containing a little 
solid cuprous chloride, the latter dissolves, owing to the formation of 
cuprous ammonium chloride, a soluble and colorless salt. If dissolved 
oxygen is present, the cuprous salt is at once oxidized to the cupric 
condition and the cupric ions immediately form the complex cupric 
ammonia ions, [Cu(NH3)4]++, which color the solution blue. Only a 
very small amount of cuprous chloride is sufficient to remove all the 
oxygen dissolved in the water and the intensity of the blue ammoniacal 
solution is an indirect measure of the amount of free oxygen originally 
present. 

The apparatus used is similar to Mill’s colorimeter and was devised 
by Ramsay and Homfray'! as a simple, rapid, and fairly approximate 
method of estimating dissolved oxygen in effluents, in rivers, and in 
drinking waters. Provision is made for transference of the sample 
water from the collecting bottle to the colorimeter tube without the 

water coming in contact with air. The usual precautions in collecting 
the sample must, of course, be taken. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 
2. Ammonium hydroxide, sp. gr. 0.90. 
3. Cuprous chloride. Warm a solution of cupric chloride with 
scrap copper and decant the liquid into water. A white precipitate 
1J. Soc. Chem. Ind., 20, 1071 (1901); see also Rideal and Stewart, Analyst, 26, 141 
(1901); Rideal, ibid., 26, 196. 
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of cuprous chloride appears. Filter off the precipitate, wash it first 
with hot water, then with alcohol, and finally with ether. Dry the 
salt with the aid of a suction pump and transfer it to a stoppered black 
test tube for protection against light and moisture. The salt must not 
be used unless it is pure white, otherwise it may contain some cupric 
chloride. 

Apparatus.—A and B in Fig. 51 are two glass comparison-tubes, 
each 12 ins. long and 2 ins. in diameter; they are closed with movable 
caps, E; d and d’ are opal glass disks supported by brass wires, which 


Sample 
Effluent 


Fic. 51.—Ramsay and Homfray Colorimeter for Oxygen. 


slide with friction through holes in the caps, and hold the disks in any 
required position. 

The tubes are supported on a stand with a vertical brass stem, 
which is graduated in inches and tenths. The levels of the disks and 
of the liquids in the tubes are read off against this scale with the help 
of the horizontal leveling rod, MM, which slides along the vertical 
brass stem and can be fixed at any point by the clamp R. The bottle 
C contains the sample water or effluent. 

Just before the experiment, it is unstoppered and fitted with rubber 
corks and tubes as shown. Care must be taken that no air bubbles 
are included; the bottle is then inverted, supported on a tripod stand, 
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and connected by thick rubber tubing through a T-piece with B, as 
shown. 

To Fill B from C.—The clainp X& is set at 0.3 division on the verti- 
cal brass stem, reading by the bottom of R. Open screw clips Q, W, 
and U, and run off some water till all air is displaced from C to W. 
Close Q. Remove cap from B and pour in some paraffin. Replace cap 
and disk. Run off enough paraffin through W to displace air from tube 
B to T-piece, leaving a depth of 1 to 2 cm.in B. Close W and open 
the other clips. Water is thus allowed to flow quietly into the colorim- 
eter tube B until level with the rod MM. The paraffin layer rises 
above the water, acting as a liquid stopper and preventing absorption 
of atmospheric oxygen for a considerable time. 

To Fill A with Standard for Comparison.—All corrections are 
eliminated by using as a standard distilled water saturated with air, 
both being at the laboratory temperature, which must be noted. The 
water is shaken in an open flask till air bubbles are seen, and is allowed 
to stand until they have disappeared. It is poured quietly into a color- 
imeter tube A till its level reaches MM. After making sure that no 
air bubbles are entrapped below the disk, a layer of paraffin is poured 
on to the water. The ratio of concentrations of oxygen in the waters 
in A and B can now be measured. The clamp, R, is moved to zero. 
MM is then the final level. 

Addition of Reagents.—A little of the cuprous chloride powder is 
poured into a small tap funnel, 7’, and covered with concentrated hydro- 
chloric acid; a dark brown solution results. Some is then run into 
A and B, avoiding air bubbles. A white precipitate forms and 
aqueous ammonia is at once added from a pipette, till the liquid in 
both tubes reaches MM; on stirring gently with the disks, solution 
takes place at once; the cuprous ammonium double salt is soluble 
and colorless, but some of it is oxidized to the cupric condition at the 
expense of all the oxygen dissolved in the water. A very small quan- 
tity of this powder suffices to insure the removal of all the dissolved 

oxygen, but some excess does not interfere if sufficient ammonia is at 
once added. If any white precipitate remains, it turns yellow, for it is 

very sensitive to light and interferes with the readings. The solutions 

(if colored) should be of a pure grayish blue. A greenish color indi- 

cates that an insufficient amount of ammonia has been added, unless 

the sample water itself was colored or opalescent. 

The colorimetric estimation consists in determining the ratio of the 


i 
‘- 
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concentrations of the colored cupric ammonia complex ions in the two 
tubes. 

The Determination.—The observer, looking through a hole in the 
cap of each tube, adjusts the levels of the opal glass disks, d, d’, so 
that, when seen from above through the liquids, the intensity of color 
appears the same in both. The supports of the tubes are hinged to 
move in a horizontal plane, and their distance apart is regulated by the 
observer so that he can look down both tubes at once. MM is made 
to coincide with the level of each disk in succession, and readings are 
taken on the vertical brass stem. This gives the depth of d below the 
level of the liquid at the zero. 

Let the readings be p and q in tubes A and B, respectively. 

Intensity of color, i.e., the total selective absorption of light in 
traveling through the lengths 2, 2g, respectively, of the solutions is 
the same by adjustment. 

But this absorption depends only on the number of molecules of 
solute encountered, the reflecting disk being white and the solvent 
colorless. 

Hence, in the two solutions, 


pe = ge’, 

where c c’ are concentrations in A and B, 
Chan? 
€ qY 


Thus, p/¢g X 100 expresses the percentage oxygen saturation com- 
pared to water saturated at known temperatures. 


DETERMINATION OF DISSOLVED OXYGEN IN WATER BY 
CUPROUS AMMONIUM CHLORIDE 


METHOD OF FRANKFORTER, WALKER, AND WILHOIT? 


Like the preceding method of Ramsay and Homfray, this deter- 
mination depends upon the change in color of cuprous ammonium 
chloride when brought in contact with oxygen. The apparatus 
- devised by Ramsay and Homfray is very simple and rapid, and gives 
fairly approximate results in estimating dissolved oxygen in water. 
For accurate determinations a perfectly colorless solution of cuprous 
ammonium chloride must be used. Such a solution is difficult to pre- 


2 J. Am. Chem. Soc., 31, 35 (1909). 
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pare and to keep. Frankforter and his co-workers constructed an 
apparatus in which a solution of the pure, colorless cuprous double 
salt can be prepared and kept ready at all times for use. Their 
apparatus is more elaborate and requires more skill to manipulate 
than the one of Ramsay and Homfray, but with a little experience 
accurate determinations of oxygen may be easily and rapidly made. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Ammonium hydroxide, sp. gr. 0.90. 

3. Oxygen-free water. 

4, Copper wire. 

5. Standard copper solution. Dissolve 1.1355 grams of pure 
copper in aqua regia, evaporate off the excess of acid, dissolve the 
residue in water, make up to one liter, and thoroughly mix. One 
cubic centimeter of this solution is equivalent to 0.1 cc. of oxygen as 
indicated by the following equation: 


CueCle + 2HCl + O — 2CuCle + H20. 


The ratio between the weight of copper and oxygen in this equation 
is 127.14: 16. Substituting the weight of 0.1 cc. oxygen under stand- 
ard conditions we have the equation 


127.14 : 16 


x : 0.00014290 


127.14 x 0.00014290 J 
x= P = 0.0011355, 


the equivalent of copper in 0.1 cc. or 1.1355 grams in a liter. 
Description of Apparatus.—Frankforter, Walker, and Wilhoit give 
the following description of their apparatus, Fig.52: A isa burette con- 
nected, by means of a stopcock B, with C, a reservoir for preparing and 
keeping cuprous chloride. £, a second burette for supplying ammonia, 
is connected with C and F by means of a three-way cock, D. Fisa 
mixing bulb for the preparation of pure cuprous ammonium chloride. 
Gis a three-way cock connecting 7’, by means of a capillary tube, with 
the colorimeter K, and H is a reservoir ior holding the sample of water. 
eservoir H contains a tube, NV, which extends nearly to the top of the 
ervoir, the lower end of which is connected with a Kipp hydrogen 
nerator for replacing the water, as it is drawn out, with hydrogen. 
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K is arranged with a stopcock, J, and a cork through which passes a 
large tube L, the lower end of which is closed by a disk firmly cemented 
to the tube. Comparisons with the standard are made by looking 
down through this tube. WM is an outlet for air and water in com- 
pletely filling the colorimeter. K’ is a similar colorimeter tube for 
making comparisons. To charge the apparatus, copper wire is first 
introduced into C through A and B, the opening in the stopcock B 
being large enough to admit pieces of copper wire. C is then filled 
with a saturated solution of cuprous chloride in hydrochloric acid and 
the whole allowed to stand until any cupric chloride, which may have 
been formed in filling the reservoir, 
has been reduced. A is then filled 
with concentrated hydrochloric 
acid, to be added as the cuprous 
chloride is drawn out through D 
into F, where it is converted into the 
double salt. F is filled with oxygen- 
free water from H by opening the 
three-way cocks G and D. When 
the water reaches D, G and D are 
closed, E is filled with ammonia, and 
the apparatus is ready for making 
the double salt. C is now connected 
with F, and B is cautiously opened, 
when cuprous chloride will pass into 
F assoon asG and J are opened. 
Bie; 52.—Frankforter, Walker, and Wilhoit By noting the height of the acidin A, 
Colorimeter for Oxygen. i 

the quantity of saturated cuprous 

chloride introduced into F may be accurately measured off. In charg- 
ing the apparatus, 2 cc. of the chloride and 8 cc. of ammonia are run in, 
the capacity of F being about 10 cc. This amount of ammonia is suf- 
ficient to convert all the chloride into the double salt. Two cubic 
centimeters of the reagent are used in each determination. It is made 
by mixing 0.5 cc. of the cuprous chloride and 1.5 cc. of the strong 
ammonia. | 
The manipulation is as follows: H is completely filled with the 
sample of water, corked, placed in position on the stand and eis | 
with the apparatus at O. WN is connected with a hydrogen generator 
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By opening J, connecting H with K by means of the three-way cock, G, 
the colorimeter tube K is completely filled with the sample. Care 
must be taken that the small bubbles of air which cling to the cork are 
removed. The colorimeter tubes K and K’ are so constructed that 
when the corks are placed in position, they each hold exactly 102 cc. 
After the colorimeter has been carefully filled with the sample, 2 cc. 
of the cuprous ammonium chloride from F are introduced. This is 
accomplished by connecting # with K, opening B and cautiously 
opening D. When 0.5 cc. of the reagent has been introduced into K, 
B is closed and D is turned so as to connect E, containing ammonia, 
with K. 1.5 cc. of the reagent are introduced into K, making a total 
of 2cc. If this is done with sufficient speed, none of the reagent passes 
out of the tube M, and there is left in the colorimeter just 100 cc. of 
the sample of water’and the 2 cc. of reagent. G and J are now closed 
and the colorimeter which is connected with the apparatus by a flat 
ground joint and rubber tube, may be removed for comparison. As 
soon as the cuprous solution comes in contact with the oxygen in the 
water, the blue color appears, the intensity of which is measured by 
the amount of free oxygen present in the water. 

The comparison is made by means of K’, a second colorimeter 
tube, and a standard solution of cupric chloride of such strength that 
1 cc. of the solution will be equivalent to 1 cc. of oxygen in a liter of 
water when the quantity of water taken for analysis is 100 cc. 

Procedure.—In the regular analysis, the sample of water is 
treated as indicated above and the color produced by the cuprous 
reagent is matched by a known quantity of standard cupric solution. 
This is accomplished by placing a known amount of the standard 
solution in the second colorimeter tube with sufficient ammonia to 
convert the copper into the double salt, and making up to 100 cc. with 
water. An excess of the standard is taken so that the color is deeper 
than that of the sample. The standard solution is now drawn off 
from the stopcock J’ until the shade of color in the two tubes is the 
same. From the quantity of standard solution necessary to match 
‘the color in K, the amount of oxygen may be easily determined. 
When 100 cc. of water are taken, the number of cubic centimeters of 
standard will represent directly the number of cubic centimeters of 
oxygen in a liter of water. 

It is necessary, in making more than a single determination, to fill 
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the space in H occupied by the sample drawn off for analysis by some 
gas which does not contain oxygen. Nitrogen gives good results but it 
is too difficult to obtain in pure form to be satisfactory. Carbon diox- 
ide does not seem to give satisfactory results. Hydrogen is satis- 
factory, although the oxygen seems to diminish if the water remains 
very long in contact with hydrogen. 


DETERMINATION OF OXYGEN BY ‘‘ADUROL” 


This method is based upon the coloration produced by oxygen in 
water containing a small quantity of “ adurol,” ammonia and ammo- 
nium chloride. ‘ Adurol” is a derivative of quinol (p-dihydroxy- 
benzene) and is sold as a photographic developer. 

The results by the ‘‘ adurol ” method are not as accurate as those 
obtained by the cuprous chloride methods. 


Reagents. 


1. Ammonium hydroxide, 6 N, containing about 20 per cent 
ammonium chloride. 

2. ““Adurol,” or a mixture of 1 part of “adurol,” 3 parts of Rochelle 
salt, NaKC4H40¢6-4H20, and 6 parts of borax (previously heated for 
several hours at 50° C.). 

Procedure.—Add to a 50 or 100 cc. sample of water a pinch of | 
“adurol”’ and 0.5 cc. of 6 N ammonium hydroxide containing about 
20 per cent ammonium chloride. The sample should be in a flat-sided 
bottle of clear glass. The “ adurol’’ and ammonia reagent sink to the 
bottom and the air above the sample is displaced with carbon dioxide. 
The bcttle is then stoppered and shaken. In this way the absorption 
of oxygen in the air above the sample is prevented. A series of stand- 
ards is prepared at the same time the sample is treated. The amount 
of oxygen in the standards is varied by mixing measured-volumes of 
boiled water with water saturated with oxygen. The air above the 
standard solutions must be displaced with carbon dioxide before 
shaking them with the reagents. 

Note.—Comparison by the method of dilution i is unsatisfactory. 


SOLUBILITY OF OXYGEN IN WATER — Soll 


TABLE XXVI? 


SOLUBILITY OF OXYGEN IN FRESH WATER AND IN SEA WATER OF STATED DEGREES OF 
SALINITY AT VARIOUS TEMPERATURES WHEN EXPOSED TO AN ATMOSPHERE CON- 
TAINING 20.9 PER CENT OF OXYGEN UNDER A PRESSURE OF 760 Mm.* 


(Calculated by G. C. Whipple and M. C. Whipple from Measurements of C. J. J. Fox) 4 


Chloride in Sea Water (Parts per million) Difference 
Temper- per 100 Parts 
ete 0 500 | 10000 15000 20000. _| Per Million 
Degrees | Chloride. 
e Dissolved oxygen in parts per million ee 
0 14.62 13.79 12.97 12.14 11,32 0.0165 
1 14.23 13.41 T2561 11.82 TIR03 .0160 
2 13.84 13.05 12.28 2 10.76 0154 
3 13.48 12e72 11.98 11.24 10.50 .0149 
4 Tay3 12.41 11.69 10.97 LOG29 0144 
5 12.80 12.09 LISSO= eae lOi70 10.01 .0140 
6 12.48 11.79 AN Se 10.45 9.78 .0135 
7 ited a leo 10.85 10.21 9.57 .0130 
8 L187 11.24 10.61 9.98 9.36 .0125 
9 11.59 10.97 10.36 9.76 Ln WA .0121 
10 ess 10.73 10.13 O55 8.98 .0118 
11 11.08 10.49 9.92 9.35 880088) 0114 
12 10.83 10.28 9.72 9.17 8.62 .0110 
13 10.60 10.05 9.52 8.98 8.46 0107 
14 10.37 9.85 9.32 8.80 8.30 .0104 
15 10.15 9.65 9.14 8.63 8.14 .0100 
16 9.95 9.46 8.96 8.47 7.99 .0098 
17 9.74 9.26 8.78 8.30 7.84 .0095 
18 9.54 9.07 8.62 Bylo TiO .0092 
19 9.35 8.89 8.45 8.00 7.56 .0089 
20 9.17 8.73 8.30 7.86 7.42 .0088 
21 8.99 8.57 8.14 he 7.28 0086 
22 8.83 8.42 7.99 TS. 7.14 .0084 
23 8.68 8.27 7.85 7.43 7.00 .0083 
24 8.53 8.12 ap 7.30 6.87 0083 
25 8.38 7.96 7.56 25 6.74 .0082 
26 8.22 Pool 7.42 7.02 6.61 0080 
27 8.07 7.67 7.28 6.88 6.49 .0079 
28 7.92 7.93 7.14 6.75 6.37 .0078 
29 WaT 7.39 7.00 6.62 6.25 .0076 
i=. 30 TASS heen’ 6.86 ~ OES) 6.13 .0075 
* Under any other barometric pressure, B, the solubility can be obtained from the corresponding value in 
the table by the formula: 
 S'= s2 = 7a in which S’ = Solubility at B or B’, 
760 29.92 


S = Solubility at 760 mm. or 29.92 inches, 
B = Barometric pressure in mm., 
and B’ = Barometric pressure in inches. 


3 Standard Methods of Water Analysis, 6th ed., p.62. American Public Health Association, New York,1925. 
Le J. J. Fox, Trans. Faraday Soc., 5, 68-87 (1909); G. C. Whipple and M. C. Whipple, J. Am. Chem. Soc., 
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DETERMINATION OF HYDROGEN PEROXIDE BY ITS OXIDIZING 
ACTION ON FERROUS IRON 


This method is based upon the oxidation of ferrous iron by hydro- 
gen peroxide and subsequent determination of the ferric iron by potas- 
sium thiocyanate. 


Reagents. 


1. Sulfuric acid, 6 N. 

2. Potassium thiocyanate, 5 per cent. 

3. Standard ferrous iron solution. Dissolve 10.534 grams of pure 
ferrous ammonium sulfate, FeSO4-(NH4)2SO4-6H20, in freshly boiled 
distilled water, add 5 cc. of sulfuric acid, sp. gr. 1.84, and dilute 
to a liter with boiled distilled water. Mix thoroughly. One cubic 
centimeter of this solution contains 1.5 mg. of ferrous iron. A little 
of the solution must be tested for ferric iron by adding a few drops of 
potassium thiocyanate solution. Should any ferric iron be present, it 
must be reduced with hydrogen sulfide cr by adding a little zinc. ‘ The 
reagent must be slightly acid and free from reducing agents before 
being used. 

4. Standard ferric iron solution. Dissolve 14.164 grams of pure 
ferric ammonium alum, Fe2(SO4)3-(NH4)2S04-24H20, in water, add 
2 cc. of sulfuric acid, sp. gr. 1.84, dilute to a liter with water and thor- 
oughly mix. One cubic centimeter of this solution contains 1.64 mg. of 
ferric iron, which is equivalent to 0.5 mg. of hydrogen peroxide. 

Procedure.—A 10 cc. sample is placed in a Nessler tube, 1 cc. 
(or more) of the standard ferrous iron solution added and then 1 cc. of 
the potassium thiocyanate solution. Mix gently and compare at once 
against a standard prepared by adding potassium thiocyanate to the 
standard ferric iron solution. The thiocyanate must be added to 
sample and standard at the same time. 

An alternative method is to add freshly standardized hydrogen 
peroxide, drop by drop, to some of the ferrous iron solution (suitably 
diluted) containing 1 cc. of the potassium thiocyanate solution until 
the color matches that of the sample treated as directed in the first 
paragraph. The amount of hydrogen peroxide in the sample is then 
obtained directly from the burette reading. 

Note.—Read the notes given under the thiocyanate method for 
the determination of iron, pages 234 to 236. 
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DETERMINATION OF HYDROGEN PEROXIDE BY 
AMMONIUM MOLYBDATE 


This method is based upon the yellow color produced by the action 
of hydrogen peroxide on a molybdate in acid solution. 


Reagents. 


1. Citric acid, 5 per cent. 

2. Ammonium molybdate, 10 per cent. 

3. Permanent color standard. Dissolve 0.4 gram of potassium 
chromate and dilute to a liter. See Note 4. 

Procedure.—Place 30 cc. of water in a 50 cc. volumetric flask, add 
10 cc. of 5 per cent citric acid, 1 cc. of the unknown dilute hydrogen 
peroxide, and mix. Then add, drop by drop, 1 cc. of a 10 per cent 
ammonium molybdate solution, dilute to the mark with water, and 
mix thoroughly. Transfer the solution to a colorimeter tube and 
match against the standard color solution. 


Notes. 


1. It is important that all reagents be added in the order given. 

2. The acid and molybdate concentrations may be varied consid- 
erably without affecting the color. Likewise, changes in room tem- 
perature do not alter the color. 

3. Nitric acid could be used instead of citric, but the color is less 
than half as intense as that developed when citric acid is employed. 

4. Isaacs® obtained the following results with the above procedure, 
using a standard prepared with 99.4 per cent pure chromate and apply- 

) 
ing the formula « = een where x is equal to the 
number of grams of peroxide in the 50 cc. of solution: 


5 J. Am. Chem, Soc., 44, 1662 (1922). 
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TABLE XXVII 


H2O2 Taken 
(by Permanganate| H.O2 Found, Difference, 
Titration), Milligrams Milligram 
Milligrams 
4,288 4.205 +0.083 
1.860 1.829 +0.031 
0.930 0.935 —0.005 


A Duboscgq colorimeter was used, the standard being set at 20. 


REFERENCES 


. Schénn, Z. anal. Chem., 9, 41, 330 (1870). 

. Baerwald, Ber., 17, 1206 (1884). 
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. Denigés, Compt. rend., 110, 1007 (1890). 

. Crismer, Bull. soc. chim., [3] 6, 22 (1891). 

. Nagel and Muthman, Ber., 31, 1836 (1898). 


Don PWN 


DETERMINATION OF WATER IN ‘‘‘ABSOLUTE’”’ ETHYL ALCOHOL * 


The method is based upon the fact that the sensitivity of azo indi- 
cators (e.g., methyl orange) to acid diminishes with increasing ethyl 
alcohol concentration of the medium. Designating the sensitivity 
quotient in water by 1, there is an increase to 135 in 91.5 per cent 
ethyl alcohol and then a decrease to 23 in 99.3 per cent ethyl alcohol. In 
making a determination, the colors of an aqueous and an alcoholic 
solution of the indicator are matched. 


Reagents. 


1. Solution A. A saturated solution of methyl orange in strong 
ethyl alcohol. 


2. Solution B. 0.01 N HCl in water. 


3. Solution C. 0.1 N HCl in strong ethyl alcohol (from C2H50H 
and HCl gas). | 


Procedure.— Place 25 cc. of water ina Wessex ona add 0.1 cc. 
of solution A and 0.4 cc. of solution B. The intermediate orange-re 
color of methyl orange is obtained. In a second Nessler cylinde 


6 J, M, Kolthoff, Pharm. Weekblad, 60, 227 (1923). 
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place 25 cc. of the ethyl alcohol to be tested, add 0.12 cc. of solution A, 
and then solution C from a Bang burette until the color is the same as in 
the first cylinder. Note the temperature of the alcohol solution. For 
temperatures above 15° and concentrations between 99.7 and 95.0 


per cent interpolations may be made from the following table prepared 
by Kolthoff: 7 


TABLE XXVIII 


C,:H;OH ro) Correction for 
to Match Color of 
Volume, 5 Each Degree 
Per Cent Papeesy Soliton, above 15 
Cubic Centimeters 
99.7 0.21 0.007 
99.0 0.96 0.03 
98.0 WD Dh7p 0.07 
97.0 3.45 0.10 
96.0 4.30 On 
95.0 on05 0.13 


7 Loc. cit. 
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PHOSPHORUS 


DETERMINATION OF PHOSPHORUS AS PHOSPHOMOLYBDATE 


THE method is based upon the yellow color of phosphomolybdate 
produced when nitric acid and ammonium molybdate are added to 
a solution containing phosphate. It is applicable to the determina- 
tion of phosphates in soil and plant extracts and in natural waters. 
Silica interferes, owing to the formation of yellow silicomolybdate sim- 
ilar to phosphomolybdate and, hence, must be removed. 


Reagents. 


mig Nitric, acid..sps ieee Oe 

2. Ammonium molybdate. Dissolve 50 grams of ammonium 
molybdate in a liter of water. 

3. Standard phosphate solution. Dissolve 0.5043 gram of diso- 
dium hydrogen phosphate, Naz2HPO4:12H20, in water, add 100 cc. of 
nitric acid, sp. gr. 1.07, dilute to a liter and mix thoroughly. One 
cubic centimeter of this solution contains 0.1 mg. of P2Os. 

Procedure.—A measured sample containing less than 0.5 mg. of: 
phosphorus is evaporated almost to dryness, 3 cc. of nitric acid added, 
and the residue heated for 2 hours at 100° C. to dehydrate the silica. 
(If the sample contains no silica, the dehydration is omitted.) The 
residue is taken up in water, transferred to a Nessler cylinder or 
colorimeter tube, 5 cc. of nitric acid, sp. gr. 1.07, and 4 cc. of ammonium 
molybdate solution are added and, after standing 20 minutes, the color 
is matched against a standard. Comparison may be made with a 
series of standards or by the balancing or dilution method. The 
series of standards must be prepared fresh daily, since the lighter solu- 
tions fade and the darker ones precipitate. 

If the balancing or dilution method is used, 10 cc. of the standard 


phosphate solution are diluted with 75 cc. of water, 5 cc. of the ammo- 


nium molybdate solution added, the solution made up to 100 cc., and 
336 


, 
7 cd 


' Paes 
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thoroughly mixed. This solution contains 0.01 mg. of P2Os per cubic 
centimeter. 


Notes. 

1. The method of duplication is not convenient because of the 
time required for the full intensity of the color to develop. 

2. Woodman and Cayvan! found that evaporatian with nitric acid 
and heating at 100° for an hour was insufficient to render the silica 
entirely insoluble. When heated two hours at 100° no silica remained 
soluble. Heating for one hour at 135° did not render the silica com- 
pletely insoluble. 

3. It is not necessary to filter off the silica after dehydration. The 
loss due to filtration would be greater than any error due to the pres- 
ence of a small precipitate of silica in the solution. 

4, Iron salts affect the results if present in more than 20 parts per 
million. In aqueous extracts of soils a concentration greater than 0.1 
to 5 parts per million is seldom obtained. 

5. In case of doubt as to the purity of the sodium acid phosphate 
used in preparing the standard phosphate solution, the latter should 
be standardized by the magnesium ammonium phosphate method or 
the ammonium phosphomolybdate method. The concentration of the 
solution may then be adjusted to contain 0.1 mg. of P2Os per cubic 
centimeter. 


DETERMINATION OF PHOSPHORUS BY SEPARATION AS MAGNESIUM 
AMMONIUM PHOSPHATE AND ESTIMATION OF THE 
PHOSPHATE AS PHOSPHOMOLYBDATE 

This method is similar to the one used for estimating magnesium 
(p. 266). The phosphate is precipitated by magnesium chloride 
reagent in the form of magnesium ammonium phosphate and the phos- 
phate in the latter determined by solution in dilute nitric acid and 
_ addition of ammonium molybdate which gives a yellow solution 
due to the formation of ammonium phosphomolybdate. This yellow 
solution is matched against a standard phosphomolybdate solution. 


Reagents. 
1. Nitric acid, sp. gr. 1.07. 
2. Ammonium molybdate solution. Fifty grams of the pure salt 
are dissolved and the solution diluted to a liter. 
1J. Am, Chem, Soc,, 28, 96 (1901), 
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3. Standard phosphate solution. Dissolve 0.5043 gram of pure 
freshly crystallized disodium phosphate, NasHPO4-12H20, in water, 
add 100 cc. of nitric acid (sp. gr. 1.07), dilute to a liter, and thoroughly 
mix. One cubic centimeter of this solution is equivalent to 0.1 mg. 
of P2Os or 0.0342 mg. of Mg. 

4, Standard colorimetric sorution. Dilute 10 cc. of the standard 
phosphate solution (3) to about 80 cc., add 9 cc. of nitric acid (1) and 
8 cc. of ammonium molybdate solution (2), and dilute to 100 cc. 
Mix thoroughly and allow to stand 20 minutes. One cubic centi- 
meter of this solution is equivalent to 0.01 mg. P2Os. 

5. Ammonium hydroxide, 6 N. 

6. Ammonium hydroxide wash solution. Dilute 1 part of strong 
ammonia (sp. gr. 0.90) with 9 parts of water. The ammonia must be 
free from silica and, hence, only redistilled ammonium hydroxide 
should be used. 

7. Ammonium oxalate. Saturated solution. 

8. Magnesium chloride reagent. Thirteen grams of magnesium 
chloride, MgClz-6H20, and 20 grams of ammonium chloride are 
dissolved in about 900 cc. of water, 50 cc. of strong ammonium hydrox- 
ide (sp. gr. 0.90) added, and the solution diluted to a liter. Thoroughly 
mix. One cubic centimeter of the solution will precipitate 3.5 mg. of 
P20s. 

9. Filter paper. Use only silica-free paper. 

Procedure.—Measure out a sample which contains between 0.0005 
and 0.004 gram of phosphorus and dissolve if a solid. Make solution 
faintly ammoniacal by adding 1 drop excess of 6 N ammonium hydrox- © 
ide and add 2 or 3 drops of the ammonium oxalate solution. Evapo- 
rate to dryness on a water-bath, cool, and add 1 cc. of the magnesium 
chloride reagent. Thoroughly stir the precipitate and allow it to- 
stand 2 or 3 hours. Then wash down the sides of the dish with 5 cc. of 
ammonium hydroxide wash solution and filter off, on a small filter, the 
magnesium ammonium phosphate. Repeat washing the dish with 
successive small amounts of the wash liquid until all the precipitate — 
has been transferred to the filter, finally washing down the filter until 
the filtrate measures about 50 cc. Wash the dish once with about 5 cc. 
of cold water, allowing the water to run through the filter in such a way 
as to washit. Reject the washings and place a small beaker under the 
funnel. Add 5 cc. of nitric acid to the evaporating dish, thoroughly 
spread it so as to insure complete removal of any precipitate that may 


» 
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have remained on the sides of the dish, and then pour the solution 
through the filter in such a way as to wet the whole of it. Wash the 
dish four or five times with hot water (about 5 cc. each time) and con- 
tinue washing the filter until the filtrate increases to about 45 cc. 
Cool the filtrate, add 4 cc. of the ammonium molybdate solution, dilute 
to 50 cc., mix, let stand 20 minutes, and compare the color with that of 
the standard phosphate solution, by the balancing or dilution method. 


Notes. 


1. The yellow color which develops is at its maximum intensity 
after 20 minutes and, hence, the solution must be allowed to stand 
this period before making the comparison. If the color is too strong 
for direct comparison with the standard, an aliquot part is used. 

2. Great care must be taken to add enough of the molybdate re- 
agents. The 5 cc. of nitric acid and 4 cc. of ammonium molybdate solu- 
tion given in the procedure.are sufficient only up to about 0.0003 gram 
of magnesium. When a second portion of these reagents is required 
(as indicated by the amount of precipitate or development of color), 
the solution is diluted with water at the same time so as to keep the 
concentration of the reagents the same, ie., 5 cc. HNOs3 and 4 cc. of 
molybdate solution per 50 cc. of the solution. 

3. The 2 or 3 drops of ammonium oxalate solution are added before 
adding the phosphate reagent in order to prevent the calcium precipi- 
tating as calcium phosphate. 

4, Silica gives a yellow color with the molybdate reagent, as does 
phosphate, and hence must be removed. In fact, the color produced 
by the silicomolybdates is even more intense than that of the phos- 
phomolybdates.? Since an alkaline liquid is used throughout the pro- 
cedure, dissolved silica will always be present and is removed in the 
rejected washings. The last washing must be made with pure water 
~on account of traces of dissolved silica always present in ammonia 
water. Use only freshly distilled ammonia for preparing the wash 
solution. 

5. If the sample is a solid, it is dissolved in the smallest amount of 
_ nitric or hydrochloric acid possible and the excess acid removed by 
evaporation to dryness. The residue is dissolved in water and the pro- 
cedure continued in the usual way. Should the sample be a liquid, 


20, Schreiner and B. E, Brown, J. Am. Chem, Soc., 26, 1463 (1904), 
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say, a potable water, it may be necessary to concentrate by evapora- ; 
-tion. The phosphorus content of the sample should be between — 
0.0005 and 0.004 gram. 

6. The standard phosphate solution is acidified with nitric acid in — 
order to. lessen contamination with silica from the glass bottle. | 

7. Any coloring matter in the sample is entirely removed or — 
destroyed during the procedure and hence has no influence on. ane final — 
color comparison. 

8. Schreiner and Brown? report a list of 38 detenninanaae which 
shows the method to be quite satisfactory. The following have been 
selected as representative of their results: 3 


TABLE XXIX 


Parts P20; per Million 


Milligrams P20; of Solution 


Present Found Present: Found ~— 
1.250 1.245 25.00 * 24.90 

1.000 > iLO 20.00 20.20 

0.625 0.621 12.50 12.42 

0.500 0.500 10.00 10.00 

0.313 0.312 6.26 6.24. a 
0.250 0.252 5.00 5.04 
0.100 0.105 2.00 Peto) a. a 

t 0.050 0.054 1.00 1.08 vu 


ays © 
In order to determine the influence of various salts - especi 
silicates, Schreiner and Brown made 30 determinations y 
amounts of phosphates and constant amounts of the silic 
chlorides, and nitrates of sodium, potassium, calc 
nesium. The approximate concentrations of the i 
phosphate, were as follows: 
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The following six analyses are taken as representative of the 30 
reported by Schreiner and Brown: 


TABLE XXX 


Milli P.0 Parts P.O; per Million 
ee of Solution 
Present Found Present Found 
e250) 1.215 25.00 24.30 
1.000 1.005 20.00 20.10 
0.500 0.504 10.00 10.08 
0.250 0.252 5.00 5.04 
0.125 0.155 ero) 41,100) 
0.050 0.072 1.00 1.44 


DETERMINATION OF PHOSPHORUS BY PRECIPITATION AS PHOSPEC- 
MOLYBDATE AND REDUCTION WITH HYDRAZINE SULFATE ! 
When ammonium phosphomolybdate is warmed with a solution of 
hydrazine sulfate the phosphomolybdate is reduced and a blue solution 
is obtained, the intensity of the color being proportional to the amount 
of phosphorus present. 


Reagents. 


1. Nitric acid, sp. gr. 1.125. 

2. Ammonium nitrate, 30 per cent. 

3. Ammonium molybdate, 3 per cent. 

4. Hydrazine sulfate, 2 per cent. 

5. Standard phosphate solution. Dissolve 0.5043 gram of pure 
crystallized disodium acid phosphate, NazgHPO.-12H20, dilute to 100 
cc. and thoroughly mix. One cubic centimeter of the solution contains 

“1 mg. of P2Os. 
Procedure.—The sample solution containing 1 mg. or less of 
phosphate is concentrated to a volume of 1 or 2 cc. and transferred 
to a graduated centrifuge tube, ammonium nitrate solution being used 
to rinse the vessel. Add 1 cc. of nitric acid, sp. gr. 1.125, and more 
_ammonium nitrate solution to bring the liquid in the tube up to 10 cc.; 
heat the tube to about 60°, add 2 cc. of ammonium molybdate solution, 


4¥. Riegler, Bull. Acad. Sci. Roumanie, 2, 272 (1914). 
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thoroughly mix, and centrifuge for 2 or 3 minutes. Carefully pour off 
the clear liquid, add 5 cc. of ammonium nitrate solution, again centri- 
fuge, and pour off the clear solution. Wash the precipitate into a 100 
cc. volumetric flask with 20 cc. of the hydrazine sulfate solution and 
warm. Cool, dilute to the mark with water and thoroughly mix. 
Transfer the solution,.or an aliquot part, to a colorimeter tube or Ness- 
ler cylinder, and compare the color against a standard solution pre- 
pared in the same manner. ‘Treating 1 cc. of the standard phosphate 
solution as outlined for the sample and finally diluting to 100 cc. will 
give a solution containing 0.01 mg. of P2Os per cubic centimeter. 


Notes. 


1. The blue comparison solution is quite stable. 

2. Losana® uses a hot solution of sodium thiosulfate to reduce 
ammonium phosphomolybdate. The resulting blue solution is 
matched against a standard solution similarly prepared. 


DETERMINATION OF PHOSPHORUS AS 
PHOSPHO-VANADIO-MOLYBDATE ° 


The method is adapted to the determination of phosphorus in steel 
and cast iron and is based upon the formation of a yellow solution of 
phospho-vanadio-molybdate. The intensity of the color is propor- 
tional to the phosphorus content of the sample. 


Reagents. 


1. Nitric acid, sp. gr. 1.20, HCl-free. 

2. Potassium permanganate. Dissolve 8 grams of the salt and 
dilute to a liter. 

3. Hydrogen peroxide. Free from HCl and H3PO4. Add 40 
grams of sodium peroxide, little by little, to a mixture of 100 cc. of 
nitric acid, sp. gr. 1.42, and 900 cc. of water, keeping the solution quite 
cool, . 

4. Ammonium vanadate. Dissolve 2.345 grams of (NH4)4VO4 in 
500 cc. of hot water, add 20 cc. of HNOs (sp. gr. 1.2), and dilute to a 
liter. 


5 Giorn, chim. ind. applicata, 4, 60 (1922). 
*G. Misson, Chem. Ztg., 32, 633; Ann, chim. anal. chim, appl., 4, 267 (1922); of. 
R. Schréder, Stahl u. Eisen, 88, 316 (1918), : 
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5. Ammonium molybdate. 100 grams of the salt per liter. Use 
only a freshly prepared solution. 

Procedure.—One gram of the steel or iron is placed in an Erlen- 
meyer flask marked at 80 cc. and dissolved in 20 cc. of nitric acid, sp. gr. 
1.20. Boil the solution, add 10 cc. of the potassium permanganate 
solution, and again boil. Next add 10 cc. of hydrogen peroxide solu- 
tion, shake until the manganese dioxide has dissolved, add 10 cc. of the 
vanadate solution, and boil to decompose the excess of hydrogen per- 
oxide. Cool, dilute to about 60 cc., add 10 cc. of the ammonium 
molybdate solution, and dilute to the mark. Allow the solution to 
stand 2 or 3 minutes and then match its color against a series of 
standard solutions obtained by similar treatment of steel samples of 
known phosphorus content. 


Notes. 


1. The standard steel comparison solutions will last some time, but 
it is best to prepare fresh ones each week. 
2. Estimations can be made to about 0.005 per cent phosphorus. 


DETERMINATION OF PHOSPHORUS BY MOLYBDIC ACID-QUININE 
REAGENT’ 
This method is based upon the yellow coloration produced by adding 
a molybdic acid-quinine reagent to a solution containing a small quan- 
tity of phosphate. 


Reagents. 


1. Nitric acid, sp. gr. 1.12. 

2. Molybdic acid-quinine reagent. Dissolve 1 gram of quinine 
sulfate in dilute nitric acid, add saturated barium hydroxide solution 
until the sulfate is completely precipitated, filter, and add the ‘filtrate 
to a solution of 40 grams of ammonium molybdate in 500 cc. of nitric 
acid (sp. gr. 1.20). Dilute the solution to a liter and mix. 

3. Standard phosphate solution. Dissolve 0.5043 gram of pure 
crystallized disodium acid phosphate, NazHPO4-:12H20, in water, 

add 100 cc. of nitric acid, dilute to a liter and thoroughly mix. Dilute 
50 cc. of the solution to a liter and thoroughly mix. One cubic centi- 
meter of the diluted solution contains 0.005 mg. of P2Os. 


7A. Grégoire, Bull. soc. chim. Belg., 29, 253 (1920). 


344 PHOSPHORUS 


Procedure.—A sample containing between 0.002 and 0.025 mg. of 
P20s is placed in a 50 cc. Nessler tube and diluted to 45 cc. Add 2 cc. 
of nitric acid (sp. gr. 1.12), 2 cc. of the molybdic acid-quinine reagent, 
dilute to 50 cc., gently mix, and compare the color against a series of 
standards prepared along with the sample and under the same condi- 
tions. 


Note. 


Small amounts of silica do not interfere, but iron should be 
removed previously by means of “ cupferron ” (the ammonium salt of 
nitrosophenylhydroxylamine, CgHs-N-NO-ONHa). Cupferron may 
be obtained in the market or prepared according to Kasanof.§ 


DETERMINATION OF PHOSPHORUS BY HYDROGEN SULFIDE ® 


When hydrogen sulfide is passed into an alkaline molybdate solu- 
tion a yellowish red color is produced which is proportional to the 
molybdenum. If the phosphorus in a substance be precipitated as 
phosphomolybdate, the latter dissolved in sodium hydroxide solu- 
tion and the resulting solution saturated with hydrogen sulfide, the 
phosphorus may be estimated indirectly from the molybdenum deter- 
mination. 

The method is adapted to the estimation of phosphorus in steels 
and pig iron. 


Reagents. 


1. Nitric acid, 2 per cent.- 

2. Sodium hydroxide, 0.1 N. Dissolve 4 grams of sodium hydrox- 
ide and dilute to a liter. 

3. Hydrogen sulfide. See p. 240. 

4, Standard phosphomolybdate solution. Precipitate ammonium 
phosphomolybdate by adding a solution of ammonium molybdate to a 
solution of sodium phosphate. Wash the precipitate thoroughly with 
2 per cent nitric acid and dry in an oven at 120°-130° C. Place 0.0307 
gram of the dried precipitate in a 500 cc. volumetric flask, add from a 
burette just sufficient 0.1 N sodium hydroxide for solution, and then 
one-half this amount in excess. Dilute to the mark and thoroughly ~ 


8 J. Ind. Eng. Chem., 12, 799 (1920). 
§T, E, Hewitt, J. Am, Chem. Soc., 27, 121 (1905). ; 
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mix. One cubic centimeter of this solution contains 0.0010 mg. of 
phosphorus. . (See Note 5.) 

Procedure.—About 2 grams of the steel, pig iron, or other sub- 
stance, are dissolved and the phosphorus precipitated as ammonium 
phosphomolybdate as in the usual volumetric method for the deter- 
mination of phosphorus. Collect the precipitate on a small paper 
filter, wash with 2 per cent nitric acid, place the stem of the funnel in 
the neck of a 100 cc. volumetric flask, wet the filter thoroughly with a 
little hot water, add from a burette 0.1 N sodium hydroxide solution 
until the precipitate just dissolves, and then run in one-half this volume 
in excess. Dilute to the mark with water and thoroughly mix. Place 
an aliquot part in a 50 cc. Nessler tube, half fill the tube with water and 
pass in hydrogen sulfide at a moderate rate for 5 minutes. Next place 
the tube in a vessel of boiling water, let stand for 5 minutes, remove, 
fill to the mark, mix, and compare with a standard prepared by treat- 
ing in the same way 10 cc. of the standard phosphomolybdate solution. 


Notes. 


1. If too small an amount of sodium hydroxide is used in dissolving 
the phosphomolybdate precipitate a blackish solution will be produced 
upon adding hydrogen sulfide. A reasonable excess of sodium hydrox- 
ide in the solution does not interfere with the analysis. 

2. The solution must be thoroughly saturated with hydrogen 
sulfide, otherwise a light-colored solution will be obtained. Passing 
the hydrogen sulfide into the solution at a moderate rate for 5 minutes 
is sufficient. 

3. The solution is not affected by air during treatment but grad- 
ually darkens on standing. After the solution has been saturated 
with hydrogen sulfide, it is heated for 5 minutes in boiling water in 
order to make the color stable for at least 2 hours. 

4, Using Nessler tubes of 16 mm. bore and a depth of liquid. of 24.5 
cc., Hewitt!® was able to detect a difference of 0.00089 mg. of phos- 
phorus. The method gives results in excellent agreement with both 
volumetric and gravimetric methods. 

5. Upon drying the ammonium phosphomolybdate precipitate, it 
approximates the formula (NH4)3P04:12Mo0O3. This formula. re- 
quires 1.65 per cent of P, whereas the precipitates actually obtained are 
_ likely to vary between 1.60 per cent and 1.64 per cent or even outside 


10 Loc. cil, 


346 PHOSPHORUS 


these limits. A. Tamm!! found 1.64 per cent; F. Hundeshagen?? 
found 1.62 per cent; E. Raben!? found 1.64 per cent; Chesneau!* 
found 1.60 per cent. The factor 1.63 per cent is the one most usually 
recommended. !° 

The maximum amount of ammonium phosphomolybdate which 
can be satisfactorily dried and weighed is about 0.4 gram. 


DETERMINATION OF PHOSPHORUS IN URINE AND BLOOD BY 
THE BELL-DOISY-BRIGGS METHOD 


Bell and Doisy!® have employed the blue color produced by the 
reduction of phosphomolybdic acid by hydroquinone for the deter- 
mination of phosphorus in urine and blood. The blue color is formed 
in an alkaline solution, but unfortunately has the disadvantage of fad- 
ing fairly rapidly. In acid solution in the first stage of the determina- 
tion a stable green is formed which is proportional to the phosphorus 
content, but this color was not used by Bell and Doisy on account of 
the observation that both urines and trichloracetic acid blood filtrates 
sometimes give a turbidity upon the addition of the acid molybdate 
solution. Briggs!’ modified the procedure and obtained a perfectly 
clear green with acid molybdate and hydroquinone. The acid green 
color, however, is considerably less intense than the alkaline blue and, 
therefore, not so accurate with a low phosphorus content. This disad- 
vantage is offset by the stability of the green color. . 

It was also observed by Briggs “ that when a little sodium sulfite is 
added to an acid solution containing phosphate and molybdate that 
the subsequent addition of hydroquinone causes the formation of a blue 
instead of a green color and of an intensity considerably greater 
than the green. This color does not depend upon reduction of the 
molybdic acid by SOe since sodium sulfite, hydroquinone, and acid 
molybdate solutions when mixed give no color. The use of these 
modifications gives a clear blue, non-fading color for comparison, the 


4 Chem. News, 49, 208 (1884). 
127, anal. Chem., 28, 141 (1889). 
13 Z, anal. Chem., 47, 546 (1908). 
14 Compt. rend., 146, 758 (1908). 
© Cf. H. A. Fales, Inorganic Quantitative Analysis, p. 215. The Century Company, 
New York, 1925. 
16 J, Biol. Chem., 44, 55 (1920). 
17 J. Biol. Chem., 58, 13 (1922). 
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proportionality of which is exact over a wide range. The intensity 
of the color allows the determination of phosphate in 1 cc. of plasma.” 


Reagents. 


1. Trichloracetic acid, 20 per cent. 

2. Sodium sulfite solution, 20 per cent. Keep well stoppered or 
make up fresh. 

3. Hydroquinone. Dissolve 0.5 gram of hydroquinone in 100 cc. 
of water and add a drop of concentrated sulfuric acid to retard oxi- 
dation. 

4, Ammonium molybdate. Dissolve 25 grams of ammonium 
molybdate in 300 cc. of water. Dilute with 200 cc. of sulfuric acid 
(prepared by adding 75 cc. of sulfuric acid, sp. gr. 1.84, to 125 cc. of 
water). ; 

5. Standard phosphate solution for urine. Dissolve 0.4388 gram 
of potassium dihydrogen phosphate, KH2PO,, dilute to a liter, and 
thoroughly mix. One cubic centimeter contains 0.1 mg. of phos- 
phorus. Add a little chloroform as a preservative. 

6. Standard phosphate solution for blood. Dilute 25 cc. of the 
urine phosphate standard to 200 cc., mix, and preserve with chloro- 
form. Two cubic centimeters of this solution contain 0.025 mg. of 
phosphorus. 

The following procedures are according to Briggs. 18 

Procedure for Blood or Plasma.—A measured volume of plasma 
is transferred to a small Erlenmeyer flask, diluted with 3 volumes of 
water and 1 volume of 20 per cent trichloracetic acid. The flask is 
stoppered with the thumb, shaken vigorously for a few seconds, and 
after standing about 10 minutes, the contents are transferred to a dry 
ashless filter. The filter funnels rest in long Pyrex test tubes and are 
covered by watch-glasses to prevent loss by evaporation. For the 
determination, transfer 5 cc. of the filtrate, equivalent to tcc. of 
plasma, to a 10 cc. volumetric flask or a long test tube graduated at 
15 cc. For the standard, transfer 2 cc. of the diluted phosphate solu- 
tion, to a similar flask or tube. To each then add 2 cc. of the molyb- 
date solution, 1 cc. of the sodium sulfite solution, and 1 cc. of the 
hydroquinone solution, and dilute with water to the mark. Allow 
them to stand about 30 minutes for color production and compare in 
the colorimeter. 


18 Toc. cit. 
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Procedure for Urine.—Take 1 to 5 cc. of acidified urine or an 
amount equivalent to about 0.5 mg. of P, in a 100 cc. volumetric flask. 
In a similar flask, take 5 cc. of the urine P standard. Dilute each 
with water up to about 80 cc. Then add to each 5 cc. of the molyb- 
date solution, 1 cc. of the sulfite solution, and 1 cc. of the hydroqui- 
none solution. Dilute each with water up to the mark and allow to 
stand about 30 minutes for color production. 


Notes. 


1. In the procedure for blood and plasma it is not necessary to add 
trichloracetic acid to the standard to balance that of the filtrate. 
It is necessary, however, to have the acidity within certain limits for 
color production. Sufficient acid is provided by 2 cc. of the molybdate 
reagent for the formation of ammonium phosphomolybdate and its 
subsequent reduction; on the other hand if the total acidity after the 
addition of all reagents is more than 2 N then no color will be 
obtained. !9 

2. Denis?° has shown that oxalates and citrates interfere with 
the formation of the alkaline blue color according to the Bell-Doisy 
method. However, when these salts are present in such amounts as 
used to prevent clotting of blood they do not interfere with the forma- 
tion of the acid blue by the modified procedure of Briggs. 


DETERMINATION OF PHOSPHORUS IN BLOOD AND URINE BY 
THE FISKE AND SUBBAROW METHOD?! 


This method is based upon the reaction between phosphate and 
ammonium molybdate to form ammonium phosphomolybdate and 
the reduction of the latter to a blue compound by aminonaphtholsul- 
fonic acid. The resulting blue solution is then compared with a stand- 
ard similarly prepared. 


Reagents. - 


1. Sulfuric acid, 10 N. Add 450 cc. of sulfuric acid, sp. gr. 1.84, 
to 1300 cc. of water. 

2. Trichloracetic acid, 10 per cent. The quality of this reagent 

19 Briggs, loc. cit. DS VAL beet) . 

20 J, Biol. Chem., 52, 1 (1922). Get» “gt ; 

*1 J. Biol. Chem., 66, 375 (1925); see also Hawk and Bergeim, Practical Physiological 
Chemistry, 9th ed., pp. 403 and 776. P. Blakiston’s Son and Co., Philadelphia, 1926. 
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is of great importance. The presence of certain impurities greatly 
retards the color development. Merck’s U.S. P. product is free ftom 
such impurities, but contains a trace of phosphate. The amount of 
phosphate must either be determined in each sample or the acid puri- 
fied by distillation. The phosphate may be determined as follows: 

Arrange three tall beakers of 150 cc. capacity on a piece of white 
paper. Into one of these (A) put 100 cc. of water. In asecond beaker 
(B) mix 85 cc. of water, 10 cc. of Molybdate I, and 4 cc. of 0.25 per 
cent aminonaphtholsulfonic acid; the result should be a solution prac- 
tically as colorless as water, without a trace of blue (otherwise one or 
more of the reagents already added contains phosphate). To the 
third beaker (C) add 40 cc. of the trichloracetic acid solution, 45 cc. 
of water, 10 cc. of Molybdate II, and 4 cc. of the sulfonic acid reagent, 
stirring thoroughly with a clean glass rod. Into B now run 1 cc. of a 
dilute phosphate solution containing 0.005 mg. of phosphorus per 
cubic centimeter, and mix well. Proceed in the same way, adding 1 
cc. of this phosphate solution at intervals of not less than 2 minutes, 
until B and C appear to have the same color when examined from 
above. The volume of phosphate solution which must be added to 
bring this about, multiplied by 0.05, is the correction (in mg. per 100 
cc.) to be subtracted from the result in the analysis of blood. 

3. 1, 2, 4-Aminonaphtholsulfonic acid. This acid may be pre- 
pared from £-naphthol according to Folin’s method,?? with a single 
alteration. The final product, after washing with cold water, still 
contains some colored material. This is removed by washing the 
crystals, while still wet and on the filter, with alcohol as long as any 
color is extracted. 

The reagent may also be obtained in satisfactory condition by 
one recrystallization of ‘“ technical”? aminonaphtholsulfonic acid 
(Eastman Kodak Co., Rochester, N. Y.), as follows: Heat 1000 cc. 
of water to about 90° C., and dissolve in it 150 grams of sodium bisul- 
fite and 10 grams of crystalline sodium sulfite. To this mixture add 
15 grams of the crude sulfonic acid, and shake until all but the amor- 
phous impurity has dissolved. Filter the hot solution through a 
large paper (about 32 cm.), cool the filtrate thoroughly under the tap, 
and add to it 10 cc. of concentrated hydrochloric acid. Filter with 
suction, wash with about 300 cc. of water, and finally with alcohol 
until the washings are colorless. 


2 J. Biol. Chem. 51, 386 (1922). 
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The purified sulfonic acid should be dried in air with the least pos- 
sible exposure to light, then powdered and transferred to a brown 
bottle. 

4. Aminonaphtholsulfonic acid, 0.25 per cent. Dissolve 0.5 gram 
of the dry powder (obtained above) in 195 cc. of 15 per cent sodium 
bisulfite, add 5 cc. of 20 per cent sodium sulfite, stopper, and shake 
until dissolved. Jf the bisulfite solution is old, more than 5 cc. of 
sulfite will be needed, in which case add more sulfite, 1 cc. at a time 
with shaking after each addition, until solution is complete. This 
reagent can be prepared in a few minutes. Only an approximate 
weight of the powder need be made. If pretected from the air the 
solution should keep about two weeks. It is more stable the higher 
the acidity, hence no more sulfite should be added than is required 
to dissolve the reducing agent. 

5. Molybdate I, 2.5 per cent ammonium molybdate in 5 N sulfuric 
acid. Dissolve 25 grams of the salt in 200 cc. of water, rinse into a 
graduated liter flask containing 500 cc. of 10 N sulfuric acid, dilute to 
the mark with water and mix. 

6. Molybdate II, 2.5 per cent ammonium molybdate in 3 N sul- 
furic acid. Prepare as above, but with only 300 cc. of 10 N sulfuric 
acid. This reagent is used only in the determination of inorganic 
phosphate in blood filtrates. 

7. Molybdate III, 2.5 per cent ammonium molybdate in water. 
This solution must be discarded as soon as a considerable amount of 
sediment (ammonium trimolybdate) forms. 

8. Sodium bisulfite. This solution must be free from turbidity 
before it can be used. In case the freshly prepared solution does not 
filter clear, let it stand 2 or 3 days before filtering. Keep well stop- 
pered. 

9. Sodium sulfite. Dissolve 200 grams of crystalline sodium sulfite,. 
NazgSO3-7H20, in 380 cc. of water, filter if necessary, and keep stop- 

_ pered. —- 

10. Standard phosphate solution. Dissolve 0.3510 gram of pure 
monopotassium phosphate, KH2POs, in water, transfer quantitatively 
to a graduated liter flask, add 10 cc. of 10 N sulfuric acid, dilute to the 
mark, and mix thoroughly. Five cubic centimeters of this solution 
contain 0.4 mg. of phosphorus. The standard keeps indefinitely. | 

Procedure for Inorganic Phosphate in Blood.—Transfer to an 
Erlenmeyer flask 4 volumes of 10 per cent trichloracetic acid. While 
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the flask is being gently rotated, run in 1 volume of blood,?* plasma, 
or serum—as the case may be—from a pipette calibrated for delivery 
(not contents). Close the mouth of the flask with a clean, dry rubber 
stopper, and shake vigorously a few times. The mixture may be fil- 
tered at once through an ashless paper. 

Measure 5 cc. of the filtrate into a tube graduated at 10 cc. ora 
10 cc. volumetric flask. Add 1 cc. of 2.5 per cent ammonium molyb- 
date in 3 N sulfuric acid (Molybdate II), and finally (after mixing), 
0.4 cc. of the usual sulfonic acid reagent. Dilute to the mark and mix. 
The standard, to be prepared as nearly as possible at the same time, is 
identical with the standard used for urine (0.4 mg. of phosphorus in a 
volume of 100 cc., or 0.2 mg. ina 50 cc. flask with half as much of each 
reagent), so blood and urine may be read against the same solution. 
It should be noted that the molybdate reagent added to the standard 
is always the one containing 5 N sulfuric acid (Molybdate I), and is 
different from that used for the blood filtrate. The purpose of this, 
as stated elsewhere, is to compensate for the high concentration of 
‘trichloracetic acid in the filtrate. 

The reading, as with urine, may be made in about 5 minutes, but it 
should be repeated a few minutes later if the color is particularly 
strong. To calculate the result in milligrams of phosphorus per 100 
cc. of blood or other fluid (the standard being set at 20 mm.), divide 
80 by the reading. From the figure so obtained subtract the correc- 
tion for any phosphate which the trichloracetic acid may contain. 

If the inorganic phosphorus content is less than 2 mg. per cent, 1 cc. 
of the standard solution diluted 5 times (0.016 mg. P) should be added 
to the filtrate before adding the reagents or within 5 minutes after 
their addition. ) 

Determination of Total Acid-soluble Phosphorus in Blood.—This 
determination is similar to the one above, except that the organic 
matter is destroyed by heating with nitric and sulfuric acids: Five 
cubic centimeters of the trichloracetic acid filtrate should be used if 
possible. Boil this down, over a micro-burner, in a large lipped 
Pyrex test tube (200 by 25 mm.) with 5 cc. of 5 N sulfuric acid (or 2.5 
cc. of 10 N) and a piece of quartz to prevent bumping. The bottom of 
the tube should be about 2 cm. above the burner tip. As soon as 
charring can be seen, or fumes appear, turn the flame down very low, 


28 Oxalate is the most suitable anticoagulant. Use 2, or at the most 3, mg. of potas- 
sium oxalate per cubic centimeter of blood. 
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so that the mixture barely boils, and heat until there is no further 

blackening. Now add 1 drop of nitric acid so that it runs down the 
_ wall of the test tube—it should not fall directly into the digestion mix- 
ture. If the color does not promptly disappear, add another drop of 
nitric acid in the same manner, and continue in this way until there is 
no color left. Nothing is gained by using a large amount of nitric 
acid. Ordinarily a single drop will be enough, and then about 30 
seconds further boiling with the same low flame (to remove most of the 
nitric and nitrous acids left) will complete the ashing process. 

Cool the tube under the tap, rinse the contents into a 50 cc. volu- 
metric flask with 35 cc. of water, add 5 cc. of Molybdate III (2.5 per 
cent ammonium molybdate in water alone) and 2 cc. of the reducing 
agent. Dilute to the mark, and proceed as usual, reading against the 
standard that has been described before. 400 divided by the reading 
will give the desired result in milligrams per 100 cc. of blood. 

The analysis may be made with 1 cc. of filtrate, using 1 cc. of 5 N 
sulfuric acid. The procedure is then otherwise the same as that 
described above, except that the final dilution must be 10 cc. (instead 
of 50) and the reagents diminished in proportion. It is safer, in this 
case, to use a smaller test tube (about 10 mm. in diameter) for the 
digestion. (See Note.) The most probable cause of loss of phos- 
phate is superheating at the edge of the meniscus, which should con- 
sequently be as far removed as possible from the source of heat. 

Determination of Inorganic Phosphate in Urine.—Measure into a 
100 cc. volumetric flask enough urine to contain between 0.2 and 0.8 
mg. of inorganic phosphorus (usually 1 or 2 cc.). Add water to 
bring the total volume to 70 cc., followed by 10 cc. of 2.5 per cent 
ammonium molybdate made up in 5 N sulfuric acid (Molybdate I), 
and 4 cc. of 0.25 per cent aminonaphtholsulfonic acid. After the 
addition of each reagent, the solution should be mixed by gentle 
shaking. 

At the same time transfer to a similar flask 5 cc. of the standard 
phosphate solution (containing 0.4 mg. of phosphorus), 65 cc. of 
water, and the same reagents that were added to the urine sample. 
Dilute the contents of each flask to the mark, mix, and compare in the 
colorimeter after 5 minutes. 

Note.—To prevent excessive foaming, some stable and not too 
volatile inhibiting agent (e.g., phenyl ether) may be found helpful. 
It should be added from a tube drawn out to a fine capillary, so that 


— 
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the drops are very small. Only 1 drop should be used to start with, 
and no more added later unless the first drop has all been driven off 
before the foaming stage is passed. 


DETERMINATION OF INORGANIC PHOSPHATE IN BLOOD BY 
THE BENEDICT AND THEIS METHOD *4 


This method is the same in principle as that of Fiske and Subbarrow 
(page 348). A solution of sodium bisulfite and hydroquinone is used 
as the reducing agent. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Molybdate reagent.’ Add 25 cc. of 20 per cent sodium hydrox- 
ide solution to 20 grams of ammonia-free molybdic acid. Gently warm 
till solution is complete, cool, dilute to 250 cc. and filter if necessary. 

3. Hydroquinone-sulfite solution. Dissolve 30 grams of sodium 
bisulfite in 100 cc. of water in a 200 cc. graduated flask, add 1 gram of 
, hydroquinone, dilute to the mark, and mix. 

4, Standard phosphate solution. Prepare a stock solution con- 
taining 0.4388 gram of KH2POsx per liter. Dilute 5 cc. of this solution 
to 100 cc. with water, thoroughly mix, and add a little chloroform to 
preserve. One cubic centimeter of the diluted solution contains 0.005 
mg. of phosphorus. 

Procedure.—Place in a test tube 5 cc. of the filtrate obtained as in 
the Fiske and Subbarow method (page 348), and add 3 cc. of distilled 
water and 1 cc. of the molybdate reagent (diluted just before using 
with an-equal volume of sulfuric acid, sp. gr. 1.84). Next add 1 cc. of 
the hydroquinone-sulfite solution, mix, stopper loosely, and place in a 
boiling water-bath for 10 minutes with a simultaneously prepared 
standard solution of potassium dihydrogen phosphate containing 
0.025 mg. of phosphorus in 5 cc. which has been treated similarly to the 
blood filtrate. 


Notes. 


1. Using a standard containing 0.025 mg. of phosphorus, a satis- 
factory degree of accuracy is obtained with unknowns having a phos- 
pherus content between 0.0125 and 0.05 mg. 


*4 J. Biol. Chem., 61, 63 (1924); see also Hawk and Bergeim, Practical Physiological 
Chemistry, 9th ed., p. 406, P. Blakiston’s Son and Co., Philadelphia, 1926. 
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2. The color obtained by the above procedure is very 
quite stable. The color of a standard solution was found | 
unchanged for several days. Heating longer than 10 minutes will 
produce a little increase in color intensity in both standard and blood | 
filtrate, but the proportionality is the same at the end of an hour as" 
at the end of 10 minutes. 


DETERMINATION OF PHOSPHATE AND SILICA IN THE PRESENCE _ 
OF EACH OTHER BY AMMONIUM MOLYBDATE : 


For this determination see page 369. 


CHAPTER XXIX 


PLATINUM 


DETERMINATION OF PLATINUM BY POTASSIUM IODIDE ! 


WHEN potassium iodide is added to a solution containing PtCl6-- 
ions a red color develops, due to the formation of red PtIg—~ ions. 
The intensity of the color is proportional to the platinum content 
and hence may be made the basis for the determination of this element. 


Reagents. 

1. Hydrochloric acid, sp. gr. 1.19, and 1 N. 

2. Nitric acid, sp. gr. 1.42, oe 6N. 

3. Oxalic acid. 

4. Potassium iodide, 2 per cent. 

5. Zinc, 20-mesh. 

6. Standard platinum solution. Dissolve a weighed quantity 


of pure platinum in aqua regia, evaporate to dryness, and dilute so 
that the solution contains 0.01 mg. of platinum per cubic centimeter. 
Procedure.—Dissolve a convenient sized sample in hydrochloric 
acid and precipitate the platinum, gold, silver, and copper by treat- 
ment with 20-mesh zinc in hydrochloric acid. Filter, wash free from 
chloride, and dissolve the silver and copper in dilute nitric acid. 
Filter and thoroughly wash. Dissolve the platinum and gold in aqua 
regia, carefully evaporate to dryness, take up the residue in a little 
dilute hydrochloric acid, transfer the soluticn to a volumetric flask 
(100 or 250 cc.), and precipitate the gold with oxalic acid or ferrous 
sulfate. Dilute to the mark, thoroughly mix and allow the precipitate 
to settle. Pipette off an aliquot part of the clear liquid, transfer it toa 
Nessler tube, add 0.5 cc. of 1 N hydrochloric acid and 5 to 20 drops 
_ of 2 per cent potassium iodide solution. At the same time have ready 
a series of Nessler tubes containing measured quantities of the standard 
platinum solution and treat these in the same manner along with the 
1E. G, R. Ardagh, F.S. Seaborne, and N.S. Grant, Can, Chem, Met., 8, 117, 140 (1924). 
355 
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sample. After the solutions have stood one hour at room tempera- 
ture, the sample is matched against the standards. 


Notes. 


1. The optimum quantity of platinum is about 0.2 mg. per 50 
cc. of solution. 

2. The intensity of the color increases slowly on standing, about 
90 per cent of the total intensity being reached in an hour. Comparison 
may be made at the end of one hour provided the potassium iodide 
solution was added to sample and standards at the same time, other- 
wise sufficient time must be given to insure maximum intensity. 

3. The color does not develop. as rapidly in freshly prepared solu- 
tions as in older ones, and this may be a grave source of error. The 
maximum intensity is, however, the same, regardless of the age of 
the solution. 

4. The color matching is best made in a colorimeter but Nessler 

tubes are satisfactory. . 

5. It is advisable to allow the color to develop at room tempera- 
ture. 

6. All acids except hydrochloric are detrimental. 

7. The quantity of potassium iodide used has little effect, pro- 
vided sufficient is added to produce the full intensity of color. 

8. The heavy metals likely to be present cause trouble, and hence 
must be removed. 


CHAPTER XXX 


POTASSIUM 


DETERMINATION OF POTASSIUM BY PRECIPITATION WITH CHLOR- 
PLATINIC ACID AND REDUCTION WITH STANNOUS CHLORIDE ! 


THE potassium is precipitated as potassium chlorplatinate and the 
latter reduced with stannous chloride in the presence of hydrochloric 
acid. The yellow color produced by the stannous chloride is propor- 
tional to the amount of platinum present, which in turn is propor- 
tional to the potassium content. The standard solution is prepared 
from potassium chlorplatinate and, hence, the color comparison may 
be made directly in terms of the potassium. 


/ 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. 

. Hydrochloric acid, 6 N. 

. Chlorplatinic acid, 10 per cent. 
. Alcohol, 95 per cent. 

5. Stannous chloride. About 100 grams of granulated or pow- 
dered tin are boiled in 500 cc. of concentrated hydrochloric acid in an 
Erlenmeyer flask until solution is about complete. The solution is 
kept in a tightly stoppered bottle containing a few pieces of mossy tin. 

6. Standard potassium chlorplatinate. Dissolve 0.0516 gram of 
potassium chlorplatinate, K2PtCle, in water and dilute to 1 liter. Mix 
thoroughly. One cubic centimeter of this solution contains 0.01 mg. 
of K20. 

Procedure.—Measure out a sample of such size that its potassium 

content is between 0.1 andimg. Ifa solid, dissolve in water, or hydro- 

chloric or nitric acid if necessary. Add 1 cc. of sulfuric acid (sp. gr. 
1.84), evaporate to dryness, and thoroughly ignite. Dissolve the res- 
_idue in hot water, acidify with a few drops of hydrochloric acid, and 
add chlorplatinic acid in excess. Evaporate the solution to a thick 

1L, A. Hill, J. Am. Chem. Soc., 25, 990 (1903). 
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paste in a small dish, add a few cubic centimeters of alcohol, filter off 
the precipitate, and wash it thoroughly with alcohol, using successive 
small portions. Dissolve the precipitate in boiling water, cool, and 
dilute to 50 cc., or to 100 cc. if the potassium content is high. Trans- 
fer the solution (or one-half of it if diluted to 100 cc.) to a Nessler 
cylinder, add 3 cc. of the stannous chloride solution and mix. Com- 
pare the yellow color thus produced with that of a series of standard 
solutions prepared under similar conditions. 


Notes. 


1. The stannous chloride solution will produce a distinct yellow 
color when added to 50 cc. of a solution containing as little as 1 part of 
K2O per million. 

2. The following results were obtained by Hill.2 They have been 
selected as representative of the 21 analysés reported. 


TABLE XXXI . 


K.0 Added K20 Found 
p.p.m. p.p.m. 
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3. The method is especially suitable in the analysis of soil extracts, 
drainage waters, and also minerals and other substances in which the 
potassium content is too low to permit an accurate gravimetric deter- 
mination. 

4. If the color comparison is to be made by the balancing or dilu- 
tion method, a suitable standard is obtained by adding 5 cc. of 
hydrochloric acid and 10 cc. of stannous chloride to 200 cc. of the 
standard potassium chlorplatinate solution and diluting to 250 cc. 
Thoroughly mix. One cubic centimeter of this solution contains 0.008 
mg. of potassium. 


2 Loc. cit. 


DETERMINATION OF POTASSIUM 309 


The method of duplication may also be employed. The standard 
potassium chlorplatinate solution is run into 25 cc. of water containing 
3 cc. of stannous chloride and the final volume brought up to that of the 
sample by adding water. 


DETERMINATION OF POTASSIUM BY THE ADDITION OF POTASSIUM 
IODIDE TO THE CHLORPLATINATE 


This method* depends upon the formation of a pink color when 
potassium iodide is added to a dilute solution of potassium chlorplat- 
inate containing one drop of concentrated hydrochloric acid. The 
most satisfactory range of concentration of potassium seems to be 1 
to 10 parts per million. If a little alcohol is added with the potassium 
iodide and the solution heated, the pink color rapidly develops (always 
with a yellow or brown tinge) but changes in a few minutes into a clear 
yellow. Either the pink or the yellow color may be used for the com- 
parison, the former being preferable for relatively low concentrations 
_and the latter better for higher concentrations. (See Notes.) 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Sulfuric acid, sp. gr. 1.84. 

3. Potassium iodide. Dissolve 86 grams of potassium iodide in 
water and dilute to a liter. 

4, Alcohol, 95 per cent. 

5. Standard potassium chlorplatinate solution. Dissolve 0.1032 
gram of potassium chlorplatinate, K2PtCle, in ammonia-free water, 
dilute to a liter, and thoroughly mix. For the series of standards or 
duplication method, 10 cc. of the standard solution are diluted to 
100 cc. and mixed. One cubic centimeter of the solution contains 
0.002 mg. of K20. If the method of dilution or balancing is to be 
used, 5 cc. of the standard solution are mixed with 5 cc. of potassium 
iodide solution and made up to 100 cc. This solution contains 0.001 
mg. of K2O per cubic centimeter. 

Procedure A: Pink Color Method.—If the sample contains am- 
monium salts or organic matter these must be removed. This is 
accomplished by evaporating to dryness with a few drops of sulfuric 


3F. K. Cameron and G. H. Failyer, J. Am, Chem, Soc., 25, 1063 (1903); of. Morrell, 
ibid., 2, 145 (1880). ; 
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acid (sufficient to combine with all the bases) and then heating to a 
dull red heat, rotating the flame or dish so that all portions of the resi- 
due are heated thoroughly. Cool, add one drop of concentrated 
hydrochloric acid and then platinic chloride in slight excess. Rotate 
the dish so that the platinic chloride comes in contact with all portions 
of the residue, a few drops of ammonia-free water being added -if 
necessary. Evaporate to dryness (or to a very stiff paste) on a water- 
bath, cool, and wash the residue on to an asbestos filter, using the 
smallest possible quantity of alcohol. Wash the precipitate six or eight 
times with alcohol, using 1 or 2 cc. portions and taking care to remove 
(by gentle suction) the alcohol as much as possible after each addition. 
After standing sufficiently long to insure the evaporation of all the 
alcohol, the precipitate is then washed through the asbestos filter with 
hot water. After the filtrate has cooled, add one drop of concen- 
trated hydrochloric acid and then potassium iodide solution in large 
excess (at least 5 times the theoretical required to form KoPtlIe). 
Allow the solution to stand at least 4 hours in order that the maximum 
intensity of the pink color may develop. Then compare against a_ 
standard solution, diluting if necessary. Any of the usual methods of 
color matching may be employed, but Cameron and Failyer* used the 
method of balancing. (See Notes for some-of their results.) 

Procedure B: Yellow Color Method.—This method is carried out 
in the same way as Procedure A, except (1) that it is not necessary 
to remove by evaporation the alcohol used to wash the precipitate of 
chlorplatinate, and (2) that the addition of a drop of concentrated 
hydrochloric acid may be omitted, since the presence of free acid 
retards the development of the yellow color. To the hot water solu- 
tion (without cooling) of the chlorplatinate add a large excess of 
potassium iodide solution (5 times the theoretical required to form 
K2PtI¢) and a small quantity of alcohol. Upon heating the soluticn 
a pink color, with a yellow or brown tinge, rapidly appears, and in a 
few minutes changes to a clear yellow. The solution is then matched 
against a standard prepared in a similar way. 

If desired, the yellow color may be used as a check on the pink 
color. After the pink color has been compared with a standard, a 
little alcohol is added and the solution heated till the clear yellow color 
develops. On account of the free acid present in the pink solution, the 
development of the yellow color will be retarded. 


4 Loc. cit. 
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Notes. 


1. The pink or rose color is probably due to the formation of a 
double salt of potassium iodide and platinic iodide or chloride. It is, 
of course, only an indirect method for the detection and estimation of 
potassium, the same reaction being used as a delicate test for small 
amounts of platinum. 

2. Any ammonium salts present must be removed since they 
would precipitate a slightly soluble double chloride with platinic chlo- 
ride. Organic matter would color the solution and hence must also be 
removed. If ammonium salts and organic matter are absent, the 
sulfuric acid treatment is omitted. One drop of concentrated hydro- 
chloric acid and a slight excess of platinic chloride are added directly 
to the original solution and a single evaporation made. 

3. All operations must be carried out so that no ammonia has 

access to the solutions. Use only ammonia-free water for reagents 
and for diluting. 
_ 4, Anexcess of platinic chloride must be used in order to precipitate 
all of the potassium, but all forms of platinum other than the potas- 
sium chlorplatinate must be removed before treating with potassium 
iodide. Potassium chlorplatinate is fairly soluble in alcohol but the 
rate of solution is so slow that the amount lost by rapid washing with 
small quantities of alcohol may be disregarded. 

5. Experiments by Cameron and Failyer® have shown that five 
times the amount of potassium iodide theoretically required to form 
Ke2PtI¢ must be used. A larger excess showed no advantages. 

6. The desirable tint of red is obtained in a strong solution and, 
hence, any necessary dilution is made only after the maximum pink 
color has developed. This requires about 4 hours or longer. 

7. The one drop of concentrated hydrochloric acid is added to 
speed the formation of the pink color. Only a very small amount of 
free acid is permissible, since otherwise it would liberate iodine. 

8. The yellow color produced by the presence of alcohol when 
potassium iodide is added to platinic chloride solutions is not as intense 
as the pink obtained when alcohol is absent, but is probably easier 

to “match” and is, therefore, recommended when relatively high 
concentrations are to be determined. It is also quite useful in that it 
affords a ready check upon the determination by the pink color. 


: 5 Loc. cit. 
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9. The pink color can be brought to its maximum intensity within 
a few minutes by warming the solution after adding the potassium 
iodide, but requires 4 hours or longer at room temperature. How- 
ever, unless great care was taken to remove all the alcohol before dis- 
solving the precipitate of potassium chlorplatinate, warming the solu- 
tion will be likely to produce a brownish or yellowish tinge in the pink 
and, hence, make the comparison difficult, or even impossible. The 
alcohol may be removed by evaporation at room temperature. The. 
evaporation may be hastened by drawing a slow current of air (prefer- 
ably dry) through the precipitate. 

10. Cameron and Failyer® have tested the accuracy of the “‘ pink ”’ 
method by using a series of solutions of potassium chlorplatinate. 
Their results are given in the following table in which potassium is 
expressed in parts per million of solution. A portion of (g) diluted 
four times was employed as a standard for the comparisons. 


a b c id e f ae 
Calculated. trimer 0.16 0.31 0.62 0.94 1.40 2.03 2.81 
Houndek es eyo see OnLy 0.33 0.64 0.94 1.40 2.01 2.81 


The greatest divergence between the calculated and found amounts 
in this series is only one part in 50,000,000 parts of solution, although 
the percentage error is slightly greater than 6 per cent. Considering 
the magnitude of the quantities involved, the accuracy is excellent. 

These authors also tested the accuracy of the method when other 
bases than potassium are present. The results they obtained while 
developing the method are given in the following table, as indicating 
the probable accuracy that may be expected when the method is being 
used by a person for the first time. With more experience, the 
accuracy of the method should be increased. 


8 Loc. cit. 
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TABLE XXXII 


K Calculated K Found 
P.p.m. P.p.m. 
50 esd 
48.0 . 
48.0 50 parts Na, 50 parts Mg, and 50 parts Ca per 1,000,- 
53°5 000 parts of solution, also present. 
O27, 
20 19.8 
19.4 4 
0.2 20 parts Na, 20 parts Mg, and 20 parts Ca per 1,000,- 
51-0 000 parts of solution, also present. 
19.4 
5 6.4 
6.4 5 parts Na, 5 parts Mg, and 5 parts Ca per 1,000,000 
6.9 parts of solution, also present. 
6.0 
20 20.2 
20.1 i 
70.1 No other base present. 
20.0 
12 “1 
13 Aqueous extract of a soil 
30.6 ie a 
30.2 Aqueous extract of a soil 
58.0 | ae 
Br 0 Aqueous extract of a soil 


* One of the eight extracts reported by C. and F. The data are representative. 


11. Breazeale and Smith’ have tested the above method independ- 
ently, “against standards prepared by themselves, developing first 
the pink color and then subsequently developing the yellow color in 
the identical solutions which had just been read, and then re-reading.” 
_ The test was made with a series of solutions containing known amounts 
_of potassium and prepared by Cameron and Failyer. The following 


™See Cameron and Failyer, loc. cit. 
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table gives some (about half) of their results selected as representative. 
The figures refer to parts of potassium per million of solution. 


TABLE XXXTII 


Found by Breazeale Found by Smith 
Calculated Pink Yellow Pink Yellow 
0.75 0.80 0.84 0.70 : 0.80 
2.50 2.48 2.62 2.40 2.40 
Ph Se 2.48 Doe, 2.40 2.40 
3.75 Aas: 3.40 4.00 3.80 
10.00 10.00 


A series of water extracts of soils containing other bases along with 
potassium was compared by Cameron and Failyer, using both the 
pink and the yellow color methods. Four of the eight extracts com- 
pared gave the following results, which are representative: 


TABLE XXXIV 


Pink Yellow 
K, p.p.m. K, p.p.m. 


tw ae 2.8 
Sad/ 5.4 
WA oe as tl 

One 


PRY AS) 26. 


CHAPTER XXXI 


SELENIUM AND SILICON 


DETERMINATION OF SELENIUM AS SELENIOUS ACID BY 
POTASSIUM IODIDE ! 


THE method is based upon the color produced by the action of 
selenious acid on potassium iodide. 


Reagents. 


1. Hydrochloric acid, 1.5 N. 

2. Potassium iodide. Must be colorless. 

3. Gum arabic solution. 

4. Standard selenious acid solution. Dissolve 0.1632 gram of pure, 
crystalline selenious acid, H2SeOs3, in water, dilute to a liter and mix 
thoroughly. One cubic centimeter of this solution contains 0.1 mg. 
of selenium. In case it is desired to report the results in terms of 
selenious acid, the standard is made by dissolving 0.1000 gram of 
H2SeO3 per liter of solution. One cubic centimeter of this solution 
contains 0.1 mg. H2SeQOs. 

Procedure.—In case the sample is very concentrated in selenious 
acid, use 5 cc. A larger volume may be used for weaker solutions. 
A measured quantity of the sample is placed in a Nessler tube, one 
drop of gum arabic solution and 5 cc. of 1.5 N hydrochloric acid are 
added, the solution diluted to 99 cc., and mixed. One cubic centi- 
-meter of the potassium iodide solution is then added, the solution 
thoroughly mixed, allowed to stand 5 minutes, and then matched by 
dilution against 1 cc. of the standard treated in the same way as the 
sample. 

-_Note.—The above method will detect as little as 0.001 mg. of 
selenium per cubic centimeter. 


1J. Meyer and W. von Garn, Z. anal. Chem., 53, 29 (1914). 
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DETERMINATION OF SILICON BY REDUCTION OF THE SILICOMO- 
LYBDATE BY SODIUM SULFITE 


Metruop oF Isaacs 


Silicates and phosphates form yellow silico- and phosphomolyb- 
dates with ammonium molybdate in acid solution. On treatment 
with sodium sulfite the silico- and phosphomolybdates give a blue 
reduction product. However, “ silicomolybdates are reduced by 
sodium sulfite in the presence of a much lower concentration of hydro- 
gen ions than is necessary for reduction of phosphomolybdates ”’? 
and it should, therefore, be possible to determine silicon, even in the 
presence of phosphates, by a suitable adjustment of the acidity before 
adding the sodium sulfite. Such a procedure has been developed by 
Isaacs? for the determinaticn of silicon in tissues. The reliability of 
Isaacs’ method has been confirmed by Foulger* who showed that 
(1) “ phosphomolybdates do not give a blue reduction product when 
treated with sodium sulfite in the presence of acetic acid,” and’ that 
(2) “‘ quantitative mixtures of silicate and phosphate do not give a 
color more intense than would be given by solutions having the same 
concentration of silicate but no SE oe The procedure given 
below is that of Isaacs. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Acetic acid, 10 per cent. 

3. Boric acid. Use a saturated solution. 

4. Sodium hydroxide, 2 per cent. Dissolve 1 gram of pure metallic 
sodium in 50 cc. of distilled water in a nickel vessel. 

5. Ammonium molybdate, 10 per cent. This solution can be kept 
a week. 

6. Sodium sulfite. Use a saturated solution. 

7. Calcium nitrate, Ca(NOs)2-4H20, 5 per cent. 

8. Standard silica solution. This solution can be prepared con- 
veniently by dissolving a small amount of potassium silicate in a liter 


* J. H. Foulger, J. Am. Chem. Soc., 49, 434 (1927). 
* Bull. soc. chim. biol., 6, 157 (1924). 
4 Loc. cit. 
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of distilled water and then determining the exact concentration colori- 
metrically by comparison with a known weight of silica which has been 
fused with sodium carbonate and dissolved in a measured quantity of 
distilled water. The standard solution generally keeps 2 weeks, but 
occasionally a little silica precipitates after standing only a few days. 

One cubic centimeter of the standard solution should contain 1 mg. 
of silica. 

Procedure.—Weigh out 0.5 gram of dry tissue into a platinum 
crucible and add, successively, 1 cc. of boric acid solution, 1 cc. of cal- 


cium nitrate solution, and about 2 cc. of nitric acid. Place the crucible 


on the steam-bath until the tissue is dissolved; then heat it directly 
until the mass begins to char. Add more nitric acid and heat in such a 
manner as to obtain a white ash. The calcium nitrate facilitates this 
operation, and the boric acid prevents the loss of silicon as the tetra- 
fluoride. The white ash is moistened with a few drops of nitric acid 
and heated gently until the excess acid is eliminated. The purpose of 
this operation is to convert the calcium oxide into the nitrate. 

Next add 2 to 3 cc. of water and 3 cc. of sodium hydroxide solution. 
Heat to boiling and rotate the crucible so that the mass touches all 
sides. Add a sufficient quantity of acetic acid to neutralize the sodium 
hydroxide and then an excess of 3 cc., 10 cc. of water, and 5 cc. of 
ammonium molybdate solution. Transfer the solution to a Pyrex 
test tube graduated at 25 cc. 

At the same time the sample solution is being prepared, a standard 
comparison solution is made by placing in a similar tube 1 cc. of the 
standard silica solution, 12 cc. of water, 3 cc. of acetic acid, and 5 cc. 
of ammonium molybdate solution. 

The two tubes are put in boiling water for 5 minutes; then to each 
is added 2 cc. of sodium sulfite. A blue coloration develops. The 
colors are then compared in a colorimeter, or in Nessler cylinders by 
the method of dilution. 

If the tissue contains blood, the iron changes the final color to 
green. In order to obtain a suitable standard for comparison, pro- 
ceed as follows: 

Place in a test tube 15 cc. of water, 3 cc. of 10 per cent acetic acid, 
5 cc. of 10 per cent ammonium molybdate solution and 1 cc. of a 10 
per cent solution of ferric ammonium alum. Place the tube in boiling 
water for 5 minutes and add 2 cc. of sodium sulfite solution. Thus a 
yellow solution is obtained which can be added to the comparison 
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standard so as to obtain a tint similar to that of the test solution. 
Strict account of the extent of dilution must, of course, be kept. 


Notes. 


1. A correction must be made for silica in the reagents. Nitric 
acid, acetic acid, ammonium molybdate, sodium sulfite, and distilled 
water may be obtained silica-free. Boric acid and sodium hydroxide 
usually contain silica. This correction can be obtained by using a 
“blank.” The nitric acid can be tested separately by adding 1 cc. of 
ammonium molybdate solution to 50 cc. of the acid. If no yellow 
coloration develops, the acid contains no silica. ? 

2. Sometimes the test liquid is turbid. In such cases it should be 
filtered. 

3. In more than one case Isaacs was able to determine as small a 
quantity of silicon as 0.5 mg. in 100 grams of dried tissue. Since he 
took only a 0.5 gram sample of tissue for ashing, his colored solutions 
in these cases contained only 0.0025 mg. of silica, or 0.00115 mg. of 
silicon. It is obvious that with such a sensitive method great care 
must be taken to avoid an error due to silica present in the reagents 
even in very small traces: 

4. “ Bertrand states that the color of the blue solution increases 
in intensity in course of time. This is true, but the fact does not inval- 
idate Isaacs’ method. If standard and test solution are prepared at 
the same time, even after standing for 27 hours, the ratio of color 
intensity of the two solutions is not greatly different from the color 
ratio of the freshly prepared solutions. With the standard at 10 mm. 
on the colorimeter scale in both cases, an unknown silicate solution — 
matched the standard at 22.2 mm. when freshly prepared, and at 
22.5 mm. 27 hours later. The calculated amounts of silicon in the 
unknown, on the basis of 0.7 mg. of silicon in the standard, were 0.315 
and 0.311 mg., respectively. The difference corresponds to an error 
of 1.2 per cent, which is within the limits of error of a colorimetric 
method.” ® 

5. “ The reduction of silicomolybdates, in mixtures of silicomolyb- 
dates and phosphates, is retarded or inhibited by phosphates if the 
latter are present in sufficient concentration. Within the limits of 
phosphate concentration found in the ash from animal tissue, the 


5 J. H. Foulger, Joc. cit.; of. Bertrand, Bull. soc. chim, biol., 6, 656 (1924). 
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retarding action of phosphate can be removed by slightly increasing 
the acidity of the system before addition of the reducing agent. 

“ The method might be slightly improved, perhaps, in estimating 
silicon in the presence of large amounts of phosphorus by adding up to 
7 cc. of 10 per cent acetic acid in making up the test solution. This 
still keeps the acidity far below that required for the reduction of phos- 
phomolybdate.”’ ® 

6. “ The fact that both silicon and phosphorus can be estimated by 
the color produced on reduction of their molybdates would suggest 
that the results for the phosphorus content of tissues obtained by this 
method are actually estimations of phosphorus plus silicon. We have 
experimental evidence that some procedures for estimation of phos- 
phorus by reduction of the phosphomolybdate can be used equally well 
for the estimation of silicon. This question is worthy of a separate 
investigation. We are undertaking further research on this point and 
on the whole mechanism of the reduction of molybdates.’’® 


DETERMINATION OF SILICA AND PHOSPHATE IN THE PRESENCE 
OF EACH OTHER BY AMMONIUM MOLYBDATE 


This method, due to Schreiner,’ is based upon the yellow color 
of ammonium silicomolybdate and ammonium phosphomolybdate. 
Since silica solutions will give different intensities of color under dif- 
ferent conditions, while phosphate solutions give the same depth of 
color under these different conditions, it is possible to estimate the two 
constituents simultaneously and in the presence of each other. 

By experiment it has been shown that if ammonium molybdate 
and nitric acid are added to a silica solution an hour apart, the color 
of the silicomolybdate is half as great as the color produced by adding 
them simultaneously. Hence, by using two samples as follows, both 
silica and phosphate can be obtained. Add acid and molybdate to 
one and in 20 minutes take a reading [A reading]; to the other sample 
add molybdate only, let stand 1 hour and add acid, and in 20 minutes 
take a reading [B reading]. From these two readings the amounts of 
phosphate and silica can be calculated. If the phosphate content is 
less than the silica, as is frequently the case in natural waters, a mea- 


6 J. H. Foulger, loc. cit. 
70, Schreiner, J. Am. Chem. Soc., 25, 1056 (1903); zbid., 26, 808 (1904); A. T. Lincoln 
and P, Barker, ibid., 26, 975. 
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sured quantity of phosphate is added to equal or exceed the amount of 
silica present. 

The method is applicable to the determination of phosphates and 
silica in soil and plant extracts and in waters. 


Reagents. 


1. Nitric acid, sp. gr. 1.07. 

2. Standard silica solution. Dissolve about 5 grams of precipi- 
tated and washed silica in an excess of sodium hydroxide made from 
metallic sodium. Make the solution faintly acid with nitric acid, 
dilute to a definite volume, mix, and determine the silica in an aliquot 
part. Dilute the strong solution until 1 cc. contains 1 mg. of SiOz. 

3. Standard phosphate solution. Dissolve 0.5043 gram of disodium 
hydrogen phosphate, NazHPO.-12H20, in water, add 100 cc. of nitric 
acid, sp. gr. 1.07, dilute to a liter, and thoroughly mix. This solution 
contains 0.1 mg. of P2Os per cubic centimeter. 

Procedure—Place two 50 cc. samples in Nessler tubes. To one 
add 5 cc. of nitric acid, sp. gr. 1.07, and 4 cc. of ammonium molybdate 
solution, let stand 20 minutes and compare with a standard phosphate 
solution prepared simultaneously by adding the same quantities of 
reagents. [A reading.] To the second sample add 4 cc. of ammonium 
molybdate solution, let stand 1 hour, then add 5 cc. of nitric acid, 
sp. gr. 1.07, and in 20 minutes compare with the standard. [B read- 
ing.| If phosphate is absent, the ratio of the A reading to the B read- 
ing is 2:1. If phosphate is present, the difference between the A 
reading and the B reading represents one-half the silica coloration, and 
twice this difference subtracted from the A reading gives the value of 
the color due to phosphate. 


Notes. 


1. The 5 cc. of nitric acid, sp. gr. 1.07, added to 50 cc. of the sample 
has been found by experiment (Schreiner, and Lincoln and Barker)8 to 
give the greatest intensity of color. 

2. Schreiner® has pointed out that when the amount of phosphate 
is very low in comparison with the silica (as is frequently the case in 
drinking waters), a relatively considerable error in the phosphate 


8 Loc. cit. 
9 Loc, cit, 
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determination may result. It occurred to Lincoln and Barker !° 
“that since Schreiner’s method gives such good results when the 
P20; and SiOz are approximately equal or the P2Os in excess, that if 
we were to add a quantity of P2Os sufficient to bring the P2Os content of 
the water up approximately to that of the SiOz, or in excess of it, that the 
original amount of P2035, and incidentally the SiOz, could be readily and 
very accurately determined.” This was tested thoroughly by Lincoln 
and Barker and found to be true. These authors examined between 
5,000 and 6,000 water analyses by the Illinois State Water Survey 
in order to ascertain the maximum and minimum amounts of silica in 
the several types of water in the State of Illinois. They found that 
by adding 0.5 mg. of P2Os to 75 cc. of sample of water, very satisfactory 
results for P20; and SiOz can be obtained. By adding 0.5 mg. of 
P20; to solutions of P20; and SiOz, Lincoln and Barker obtained 
the following results: 


TABLE XXXV * 


Constituents Present, F MGIE 
Milligram ound, Milligram 
P.O; F SiO, P20; SiO» 
0.01 0.20 0.02 0.19 
0.05 0.20 0.05 0.20 
0.50 0.20 (ey 0.18 
0.01 0.40 0.02 0.39 
0.50 0.40 0.48 0.40 


* Only a few representative results are quoted here in order to save space. 


3. Iron salts do not affect the results unless present to the extent 
of 20 or more parts per million of solution. In soil extracts, the con- - 
centration is seldom greater than 5 parts per million. 

4. The different colorations produced by silica solutions under 
the two conditions in the ‘above procedure are probably due to the 
formation of different silicomolybdates. Phosphate under these two 
conditions gives the same intensity of color and, hence, presumably 
the same phosphomolybdate. 


10 Loc. cit. 
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SULFUR AND HYDROGEN SULFIDE 


DETERMINATION OF SULFUR AS LEAD SULFIDE 


Tue method is used in the estimation of sulfur in iron, steel, etc. 
The metal is heated in a current of hydrogen with a mixture of sulfuric 
and hydrochloric acids, and the evolved gases are passed through a 
red-hot porcelain tube and finally absorbed in a potassium hydroxide 
solution of lead oxide. The precipitated lead sulfide is washed, dis- 
solved in nitric acid, the solution neutralized, diluted, and ammonium 
sulfide added. The resulting colloidal solution of lead sulfide is 
matched against a standard prepared similarly, 


Reagents. 


1. Hydrochloric acid, 6 N. 

2. Sulfuric acid, 6 N. 

3. Nitric acid, 6 N. 

4. Acetic acid, 6 N. 

5. Sodium hydroxide, 6 N. 

6. Lead oxide solution. Dissolve 10 grams of PbO in 250 cc. of 
strong potassium hydroxide solution. 

7. Hydrogen. Purify the hydrogen by bubbling it through a 
copper sulfate solution. 

8. Ammonium sulfide, 6 N. Use a freshly prepared solution. 

9. Standard lead solution. Dissolve 51.65 grams of lead nitrate in 
water and dilute to a liter. Mix thoroughly. One cubic centimeter 
of this solution contains 32.31 mg. of lead and is equivalent to 5 mg. of 
sulfur. 

Procedure.—Weigh out a sample sufficient to contain 0.1 to 10 mg. 
of sulfur, place in a vessel having an inlet- and an outlet-tube, the 
latter being connected to a porcelain tube heated red-hot and leading 
into a suitable absorption vessel containing a caustic potash solution 
of lead oxide. Add through a dropping funnel a mixture of dilute sul- 
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furic and hydrochloric acids. Hydrogen is then passed through the 
mixture. The evolved gases pass through the hot tube and then into 
the absorption vessel where lead is precipitated as the sulfide. Filter 
off the lead sulfide, wash it first with water and then with acetic acid, 
again wash with water, dissolve in nitric acid, neutralize the solution 
with sodium hydroxide, and dilute to a convenient volume. To the 
whole of the solution, or a suitable aliquot part, add 1 cc. of ammonium 
sulfide solution, mix gently, and match against a standard prepared 
by adding 1 cc. of ammonium sulfide solution to a measured quantity 
of the standard lead solution to which has been added a little sodium 
nitrate, corresponding to the amount present in the sample solution 
as the result of neutralizing the excess nitric acid. 


Notes. 


1. Since the color of the solutions is due to colloidally divided lead 
sulfide, care must be taken to prepare the sample and standard under 
as near identical conditions as possible; otherwise the tints will not be 
‘the same, owing to a difference in the degree of dispersion of lead sul- 
fide in each solution. Differences in electrolytes present have a marked 
influence on the color. Hence, the necessity of adding sodium nitrate 
to the standard in an amount popeesponming: to that in the final solu- 
tion of the sample. 

2. Color comparison should be made at once after the addition of 
the ammonium sulfide solution. The latter should be added to sam- 
ple and standard at the same time. 


REFERENCES 


1. M. Lucas, Bull. soc. chim. [3], 17, 150 (1897). 
2. Cf. ibid. [3], 15, 39 (1896) for Pb estimated as PbS. 


DETERMINATION OF SULFUR BY THE METHYLENE BLUE METHOD! 


The method is especially adapted to the estimation of sulfur in 
pigiron. The sulfur is evolved as hydrogen sulfide, the latter absorbed 
in an aqueous solution of sodium hydroxide, the solution diluted, and a 
portion of it acidified and treated with p-phenylenedimethyldiamine 


1W. G. Lindsay, Columbia University, School of Mines Quarterly, 28, 24; also in 
Chem. Zentr., 1902, i, 779; cf. F. D. Snell, Colorimetric Analysis, p. 135, D. Van Nostrand 
-Co., New York, 1921. 
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hydrochloride and ferric chloride. The resulting blue color, due to 
methylene blue, is matched against a standard sodium sulfide solution 
similarly treated or against a standardized solution of methylene blue. 


Reagents. 


Hydrochloric acid, 6 N. 

. Sulfuric acid, 6 N. 

Sodium hydroxide, 6 N. 

p-Phenylenedimethyldiamine hydrochloride (unsymmetrical), 2 
per cent. 

5. Ferric chloride, 5 per cent: 

6. Standard sulfide solution. Dissolve 0.2434 gram of sodium 
sulfide, Na2S, in water, dilute to a liter, and mix thoroughly. To 
prepare a series of standards, dilute 5 cc. of the sulfide solution to 
100 cc. The resulting solution contains 0.005 mg. of sulfur per cubic 
centimeter. Use from 1 to 25 cc. of this solution to prepare a series of 
varying sulfur concentrations. The diluted solution (0.005 mg. S per 
cubic centimeter) will also serve for the method of duplication. For 
the balancing or dilution method, treat 5 cc. of the first solution 
(0.2434 gram NaeS per liter) with double the amounts of reagents 
used with the sample, dilute to 500 cc. and thoroughly mix. This 
solution contains 0.001 mg. of sulfur per cubic centimeter. 

Procedure.—Two to 5 grams of the iron are treated with 6 N 
hydrochloric acid and the evolved hydrogen sulfide absorbed in an 
aqueous solution of sodium hydroxide, air being drawn by suction 
through the reaction flask and the absorption bulb. The alkaline 
sodium sulfide solution thus formed is diluted to 100 cc., mixed, and 
10 cc. withdrawn as a sample. To the 10 cc. sample add 1.5 cc. of 
6 N sulfuric acid, dilute to 50 cc., and add 0.1 cc. of the p-phenylenedi- 
methyldiamine hydrochloride and 0.05 cc. of the ferric chloride solu- 


tion. Mix thoroughly and compare the color by any of the usual 
methods. 


me O&O NO 


Notes. 


1. The standards are not very stable, and hence should be freshly} | 
prepared as needed. 


2. p-Phenylenediamine, as well as various other diamines, may be 
used instead of the one above employed. 
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DETERMINATION OF SULFUR BY THE ACTION OF HYDROGEN 
SULFIDE ON ARSENIOUS OXIDE PAPER ? 


The sulfur is liberated as hydrogen sulfide and the latter allowed 
to come in contact with arsenious oxide paper, thereby producing a 
yellow stain of arsenious sulfide. This stain is compared with a series 
of standard stains prepared along with the sample under similar con- 
ditions. Substances whose sulfur content is known are used in pre- 
paring the standard stains. Fresh stains must be made along with 
each sample or set of samples. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.1. 

2. Benzine, sp. gr. 0.710. 

3. Arsenious oxide paper. Make up a solution of 10 grams of 
arsenious oxide in 30 cc. of hydrochloric acid and 970 cc. of water. 
Soak in this solution strips of a good grade of drafting paper, remove 
the excess of reagent, dry the paper and cut it into squares 10 cm. ona 
side. 

Procedure.—Place a weighed amount of the sample in a tall, 
round-rimmed beaker of suitable size; and ina series of similar beakers 
place weighed quantities of a steel (or substance similar to the sample) 
whose sulfur content is known. Completely cover each beaker with a 
square of arsenious oxide paper. Place a piece of felt upon each paper 
and a weight on top of each piece of felt. Now carefully add to each 
beaker 10 cc. of benzine and 50 cc. of the dilute hydrochloric acid, 
taking care to see that the paper is tightly held to the top of the 
beaker after the addition of the reagents. The hydrogen sulfide thus 
liberated comes in contact with the arsenious oxide on the paper and 
produces a yellow stain. The stain produced by the sample is matched 
against a series of standards simultaneously prepared along with the 
sample. 

, DETERMINATION OF HYDROGEN SULFIDE BY FORMATION 
f. OF METHYLENE BLUE 

This method is based upon the action of ferric chloride and p- 
phenylenedimethyldiamine sulfate on an aqueous solution of hydrogen 
sulfide. Methylene blue is produced. It is especially adapted to the 


2G. Misson, Iron Age, 98, 1253 (1914); cf. FD: Snell, Colorimetric Analysis, p. 136, 
. Van Nostrand Co., New York, 1921. 
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estimation of hydrogen sulfide in natural waters and other solutions 
containing small quantities of hydrogen sulfide. 


Reagents. 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Ferric chloride reagent. The solution is 0.1 N in FeCls and 
6 N in HCl. 

3. p-phenylenedimethyldiamine sulfate. 

4. Standard hydrogen sulfide solution. Prepare a fresh solution of 
hydrogen sulfide as directed on page 240. Determine the hydrogen 
sulfide iodometrically. Measured volumes of this solution are then 
treated in the same way and along with the sample. 

Procedure.—I{ the water contains between 1 and 3 mg. of hydrogen 
sulfide per liter, a sample of 500 cc. is taken and to it are added the 
following: 10 cc. hydrochloric acid (sp. gr. 1.19), 0.025 gram of 
p-phenylenedimethyldiamine sulfate, and 2.5 cc. of the ferric chloride 
reagent. If the water contains less than 1-mg. of hydrogen sulfide per 
liter, add the following to a 500 cc. sample: 10 cc. hydrochloric acid, 
(sp. gr. 1.19), 0.01 gram of p-phenylenedimethyldiamine sulfate, and 1 
cc. of the ferric chloride reagent. Both the sample and standard 
having been treated similarly and simultaneously, they are allowed to 
stand several hours and the comparison of color then made by one of 
the usual methods. 


Notes. 


1. With solutions containing as little as 0.01 mg. of hydrogen sul- 
fide per liter, vary satisfactory results may be obtained. ? 

2. Under the conditions given in the Procedure the intensity of the 
color developed is proportional to the amount of hydrogen sulfide 
present, and the color is stable for several weeks. Variations in the 
quantities, or order of addition of the reagents, alter the intensity of 
the color. The intensity of the color also varies with the temperature, 
being deeper the lower the temperature. Hence, the sample and 
standard must be treated under the same conditions and the directions 
of the Procedure followed as closely as possible.. The temperature 
of the sample and standard should not differ by more than 2° C. 


3W. Mecklenburg and F. Rosenkrinzer, Z. anorg. Chem., 86, 143 (1914). 


CHAPTER XXXIII 


TITANIUM 


DETERMINATION OF TITANIUM IN IRON AND STEEL 
Meruop or McCase! 


Tus method is based upon Weller’s hydrogen peroxide method. ” 
In iron and steel analysis the color of the ferric sulfate in the sulfuric 
acid solution is usually much more intense than that of the titanium. 
The comparison color is therefore a blend of two colors, the titanium 
producing the subordinate one. If the same weight of iron is present 
in both standard and sample, it follows that at equal volumes the color 
due to iron will be identical in the two solutions. It is then only neces- 
sary to imitate the color of the sample solution by adding a measured 
quantity of a standard titanium solution to a solution of a non-titan- 
ium steel, adjusting both solutions to the same volume before the final 
comparison. 


Reagents. 


1. Sulfuric acid, 9 N. Add 1 volume of sulfuric acid, sp. gr. 1.84, 
to 3 volumes of water. 

2. Nitric acid, sp. gr. 1.2. 

3. Hydrochloric acid, sp. gr. 1.19. 

4, Ether, alcohol-free. 

5. Hydrogen peroxide, 3 per cent. Determine the approximate 
strength of the peroxide by titration against a standard permanganate 
solution. This should be done every few weeks, otherwise serious 
error may arise due to deterioration of the peroxide. 

6. Standard titanium solution. Place about 100 grams of ferro- 
titanium in a dish and pour over it about 50cc. of strong HCl. Heat, 


_ 19, Ind, Eng. Chem., 5, 735 (1913); see Note, tbid., 5, 872; Chem. Eng,, 18, 243 
1911), McCabe’s original method, 

2 Ber., 15, 2593 (1882); see also Schénn, Z. anal. Chem., 9, 41, 330 (1870). 
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and when the solvent action has progressed for a few moments add 5 cc. 
of nitric acid (sp. gr. 1.2). Continue heating until the acid is about 
half evaporated, dilute with 15 or 20 cc. water and filter through a 
large paper filter. Treat the ferro-titanium again with hydrochloric 
and nitric acids, dilute, and filter in this manner a dozen times or more 
until the desired quantity of ferro-titanium has been dissolved. Simul- 
taneously with the solution of the ferro-titanium the combined fil- 
trates are evaporated in a large beaker on a hot-plate. Evaporate 
until separation of titanic acid is observed. Pour into several sepa- 
ratory funnels, and add to each 50 cc. of ether. Make repeated other 
extractions of the iron until the titanic acid is free of iron as shown by 
the potassium sulfocyanate test. Combine the several acid solutions 
and place in a 400 cc. beaker. To the titanic acid emulsion add 150 cc. 
sulfuric acid (1 : 3). Heat and filter from the insoluble portion, which 
is usually slight. Dilute the filtrate to about 700 cc. in a liter beaker, 
add ammonia in excess, boil, and allow the precipitate to settle. 
Decant or siphon away the supernatant solution and wash the hy- 
drated titanic acid free of chlorides by decantation. 

Dissolve the titanic acid in 50 cc. of sulfuric acid (1 : 1) and dilute 
to a liter. Determine the strength of this stock solution by precipi- 
tation of 100 cc. with ammonia. Calculate the dilution required to 
yield a standard solution containing 0.0002 gram of titanium per 
cubic centimeter. Remove the requisite quantity of the stock solu- 
tion and dilute according to the calculation. Finally check the 
strength of the standard solution by precipitation of 100 cc. with 
ammonia. 

The following procedures are according to McCabe. # 

Procedure A: When Titanium is above 0.02 Per Cent.—Put 2 
grams each of the titanium steel and a non-titanium steel into 300 cc. 
Erlenmeyer flasks. Pour into each flask 80 cc. of sulfuric acid (1 : 3) 
and heat on a hot-plate to complete solution. To each add 4 cc. of 
nitric acid (sp. gr. 1.2) and continue boiling until the solutions are free 
of fumes; cool. Transfer the solution of non-titanium steel to a com- 
paring tube, using as little wash water as possible. Pour the test 
sample into the companion tube and dilute to the same volume as the 
other. Now observe if the two solutions have colors of the same 
character and depth, as they should. If the test sample is cast iron, 
filter the solution into the tube, preferably using a small wad of 


5 Loc. cit. : 
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absorbent cotton because of gelatinous silica. Match the color with 
that of the non-titanium steel solution. Owing to the fact that cast 
iron contains a much larger percentage of metalloids than steel, it is 
usually found that the volume of the iron solution is a trifle less than 
that of the non-titanium steel when the colors match. In this case 
discard sufficient of the non-titanium steel solution to make the vol- 
umes equal. 

Having obtained solutions showing the same color in equal volumes, 
introduce into each 2 cc. of 3 per cent hydrogen peroxide. Mix, and 
observe closely if the test solution shows any deepening of color. If 
titanium is present in as small an amount as 0.02 per cent, this deep- 
ening will be in evidence. It may even be detected with 0.01 per cent 
present, but in that case it is better to rely on the more refined method 
to be described. 

Titanium, if shown to be present in notable quantity, is determined 
by adding from a burette a sufficient amount of standard titanium 
solution to the solution of non-titanium steel to imitate the color of the 
test solution. If but 2 or 3 cc. are required, the amount used may be 
‘accepted as representing the amount in the test solution without fur- 
ther concern. But, if more is required, the equality of volume of the 
two solutions, so vital to accurate results, must be restored before final 
comparison. When colors match at equal volumes, the amount of 
standard titanium solution used indicates the amount of titanium in 
the test sample. 

Procedure B: When Titanium is below 0.02 Per Cent.—When the 
titanium content is less than 0.02 per cent and a high degree of accu- 
racy is desired, McCabe’s more refined method may be used. ‘This 
requires the separation of the iron by careful extraction with ether. 

Weigh 2 grams of a non-titanium steel and the same quantity of 
the test sample. Place in dishes, add 50 cc. strong hydrochloric acid 
and heat to complete solution.. Add to each 4 cc. nitric acid (sp. gr. 
1.2) to oxidize iron. Evaporate each solution to about 10 cc., cool the 
concentrated ferric chloride solutions, pour into separatory funnels, 


_ and wash with hydrochloric acid (2 parts strong acid : 1 part water) 
until the volume amounts to 25 cc. Add to each 50 cc. alcohol-free 


; 


ether, agitate thoroughly, and allow to stand for 5 minutes after the 
two solutions have separated. Draw off the acid solution, avoiding 
the ether solution entirely even though a slight loss of acid solution 
may be necessary to do so. 
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Dilute each solution with 225 cc. hot water, add ammonia in slight 
excess, and boil. Allow the precipitates to settle and filter through 
11 cm. filter papers. Wash thoroughly with hot water to remove 
chlorides. 

Open the two filter papers into dishes, tearing off that portion of 
the filter paper which holds no precipitate. Pour over each 10 cc. of 
sulfuric acid (1 : 3). Rock the dishes until all the precipitate has dis- 
solved. Filter each into 30 cc. comparison tubes, using small funnels 
and 7 cm. filter papers. ‘This filtration may be dispensed with, but 
it is best to remove paper fiber. Wash the dishes and pass the wash- 
ings through the filters. The total solution and washings in each 
instance should be equal in volume, between 15 and 18 cc. 

The solutions now have a slight maroon color, depending on the 
amount of iron present. Into each tube introduce 3 cc. of 3 per cent 
hydrogen peroxide and mix. The maroon color is discharged, leaving 
the solution practically colorless in the case of the non-titanium steel. 
But if the test solution contains the most minute quantity of titanium, 
its presence is revealed by a residual lemon-yellow color. Even 
though the amount present is so extremely small that the usual manner 
of comparison leaves the operator uncertain of its presence, a glance 
through the solution from the top, holding the tube about $ inch above 
a white surface, instantly dispels all doubt. If there is as little as 
0.001 per cent titanium present, the contrast between the pale green 
of the non-titanium solution and the yellowish tinge of the test clearly 
indicates that fact. 

By adding the standard titanium solution to the solution of non- 
titanium steel the percentage of titanium is readily determined. 


Notes. 


1. When cast iron is to be analyzed, it should be screened through 
a 60-mesh sieve. In dissolving the sample, the insoluble residue 
retains a small amount of titanium. For ordinary technical purposes 
this may be disregarded, but if an accurate analysis is required, or if 
the titanium content is small, the insoluble is ignited in a platinum 
crucible; the silica volatilized with hydrofluoric acid and sulfuric acid. 
(1 : 1), the residue fused with 1 gram of sodium carbonate, dissolved in 
dilute sulfuric acid (in case of Procedure A) or in hydrochloric acid 
(in case of Procedure B), and added to the main solution. 

2. The purpose of the ether extraction in Procedure B is two-fold: 
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(1) to obtain the minimum quantity of iron in the acid solutions and 
(2) to have the iron content nearly the same in each solution. 


DETERMINATION OF TITANIUM BY THYMOL 


Thymol and titanium in concentrated acid solution give a reddish 
yellow to deep red coloration, the intensity of the color being propor- 
tional to the amount of titanium present. The method is applicable 
to smaller amounts of titanium than can be determined by the hydro- 
gen peroxide method. ‘“ The intensity of the coloration produced by 
thymol in sulfuric acid solution with titanium is at least twenty-five 
times as great as that produced in the hydrogen peroxide method.’’4 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2. Potassium bisulfate. Pure solid. 

3. Thymol reagent. Dissolve 5 grams of thymol in 5 cc. of dilute 

acetic acid, add 95 cc. of concentrated sulfuric acid and mix. Do not 
expose to direct sunlight. 
' 4, Standard titanium solution. This solution may be prepared 
from pure titanium dioxide or from a standard ferro-titanium steel. 
Dissolve 0.1 gram of pure titanium dioxide (or an equivalent amount 
of ferro-titanium steel) in a little sulfuric acid and dilute to a liter with 
concentrated sulfuric acid. Thoroughly mix. One cubic centimeter 
of this solution contains 0.1 mg. of TiOz. A measured volume of 
this solution may be further diluted with concentrated sulfuric acid, 
if a weaker standard is needed. 

Procedure.—A sample containing 1 to 10 mg. TiOg is accurately 
weighed out, dissolved directly in concentrated sulfuric acid, or, if 
necessary, fused with potassium acid sulfate for a half hour and the 
fused mass taken up in concentrated sulfuric acid. Transfer to a 
Nessler tube, add thymol reagent (at least 60 mg. of thymol to i mg. 
of TiOz) and dilute to the mark with concentrated sulfuric acid. Add 
the same relative quantity of thymol to a measured volume of the 

standard titanium solution. Match the color of the sample against 
that of the standard by the balancing method. Both solutions must 
be at room’ temperature. If desired, a series of standards containing 
various amounts of TiO2 may be prepared. If the dilution method is 


_ 4V. Lenher and W. G. Crawford, Orig. Com. 8th Intern, Congr. Appl, Chem., 1, 285 
1912), Also in J. Am, Chem, Soc., 5, 138 (1913). 
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used, the dilution must be made with sulfuric acid of at least 80 per 
cent strength. 


Notes. 


1. ‘ The ratio of thymol to titanium can vary greatly, but it has 
been found best to have at least 0.006 gram of thymol present to every 
0.0001 gram of TiOz.”® 

2. The sulfuric acid concentration in both the sample solution and 
the standard must be at least 79.4 per cent (sp. gr. 1.725), otherwise the 
color obtained with thymol reagent will be paler than the normal 
intensity. (Lenher and Crawford.) 

3. All color comparisons must be made with solutions at room tem- 
perature. Heating titanium solutions colored by thymol causes a 
fading in color, but the color returns to the original intensity upon 
cooling to 20° C., provided the temperature did not reach 100° C. 
(Lenher and Crawford.) 

4, Hydrofluoric acid and fluorides bleach the color of titanium and 
thymol in concentrated sulfuric acid solution. Fortunately, from the 
preliminary treatment of the sample in order to bring it into con- 
centrated sulfuric acid solution, it is practically impossible for fluorides 
to be present. 

5. Chlorides, phosphates, and tin apparently have no effect on 
the thymol-titanium coloration. Tungstic acid, however, “ mark- 
edly affects the color in direct ratio to the amount of tungsten pres- 
ent.” (Lenher and Crawford.) 

6. Lenher and Crawford® obtained the following results (repre- 
sentative) with the thymol method: 

(a) Titanium Solutions compared in a Soleil-Duboscq Colorimeter. 


TiOz Present, | TiO2 Found, 
Milligram Milligram 


0.21 0.20 
0.21 0.19 
0.50 0.50 
0.50 0.52 

ee ee 


5 Lenher and Crawford, loc. cit. 7 
S LOCC. 
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(b) Titanium Solutions compared in a Kennicott-Sargent Colorim- 
tel. 


Seen 


TiOz Present, | TiO2 Found, 
Milligrams Milligrams 


0 
1 
58) 


oN 
hos S 


| 


(c) Four samples of bauxite previously analyzed and the titanium 
determined by Weller’s hydrogen peroxide method. 

“Samples of 0.3 gram each were fused with potassium bisulfate for 
a half hour, after which the fusion was taken up in concentrated sul- 
furic acid,” thymol added, and the colors matched against a standard. 


ba | 


Thymol Method, 
Per Cent TiO2 


} Weller’s Method, 
Per Cent TiO» 


SEC: evi 3.4 
iPS} DED) es | 
PPO) Pe pall) 2.28 
29% 2.83 2295 


7. Hall and Smith,’ and Lenher and Crawford® have found over 
fifty organic compounds which produce distinctive color reactions with 
titanium in concentrated sulfuric acid solution. Of these, thymol, 
phenol, hydroquinone, salicylic acid; and chromotropic acid are the 
most sensitive. The latter two indicate as little as 0.01 mg, TiO, 
hydroquinone indicates 0.1 mg., and phenol 0.05 mg. However, for 
various reasons thymol produces the most satisfactory coloration for 

the determination of small amounts of titanium. 

7R. D. Hall and E. F. Smith, Proc. Am. Phil. Soc., 44, 196 (1905). 

) 3 Loc. ctt. 
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DETERMINATION OF TITANIUM BY HYDROGEN PEROXIDE 
(SODIUM PEROXIDE FUSION) 


The use of the yellow color produced when hydrogen peroxide is 
added to a sulfuric acid solution of titanium as a colorimetric method 
for low percentages of titanium was first proposed by Weller. ° 

This method has been extensively used in the analysis of clays, 
silicate rocks, and steels. Moreover, since the color is so easily 
bleached by fluorides, the latter action has been adapted to the quan- 
' titative estimation of fluorides.1° (See page 186.) 


Reagents. 


1. Sulfuric acid, sp. gr. 1.4. 

2. Phosphoric acid, 50 per cent. e 

3. Sodium peroxide. 

4. Standard titanium ‘solution. Fuse pure titanium dioxide 
with sodium peroxide, dissolve the fused mass in water, and add suf- 
ficient sulfuric acid for the solution to contain 5 per cent acid when 
diluted to the desired titanium concentration. If phosphoric acid is 
added to the solution of sample to repress the yellow color due to ferric 
iron, the same amount must be added to the standard. (See Note 1.) 

Procedure.—If the clay or ore contains between 1 and 5 per cent 
of TiO2, about 1 gram of the material is accurately weighed out, mixed 
thoroughly with 8 grams of sodium peroxide in an iron crucible, and 
heated until fusion is complete. The fused mass is then cooled, dis- 
solved in 200 cc. of water and, without filtering, 15 cc. of sulfuric acid 
(sp. gr. 1.4) and 6 cc. of phosphoric acid (50 per cent) are added and 
the solution diluted to 250 cc. The color is then matched against a 
standard solution which contains the same amount of phosphoric acid 
as was added to the sample, i.e., 6 cc. of the 50 per cent acid per 250 cc. 
of solution. 


Notes. 


1. Walton!! has shown that free phosphoric acid or phosphates 
diminish the depth of the yellow color of the titanium solution. Hence, — 
the results will be low unless the same amount of phosphoric acid is | 

9 Ber., 15, 2593 (1882). See also Schénn, Z. anal. Chem., 9, 41, 330 (1870). 


10 Steiger, J. Am. Chem. Soc., 30, 219 (1908). 
11 J, Am, Chem. Soc., 29, 481 (1907). 
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added to standard as was added to the solution of the sample. With 
substances containing a large amount of iron, the quantity of phos- 
phoric acid should be increased. 

2. The fusion of clays, ores, and glazes with sodium peroxide is 
rapid and complete. The fusion may be made in iron, nickel, or silver 
crucibles. Porcelain crucibles must not be used, because they often 
contain a small amount of titanium. About 0.2 gram of iron is added 
to the sample when the fusion is carried out in an iron crucible due to 
the action of the sodium peroxide on the crucible. 

3. The’ presence of sodium peroxide from the fusion makes it 
unnecessary to add hydrogen peroxide, since the latter is formed upon 
acidifying the solution of the melt. 

4. The yellow color of the peroxide solution of titanium fades 
upon*standing. This is probably due to the ferric sulfate present. 
Walton observed “ that in the presence of ferric salts the yellow color 
of the titanium disappears much more rapidly than in titanium solu- 
tions which contain no iron.” 

' 5. Using the method given in the above Procedure, Walton!? 
obtained the following results with the several substances indicated. 


TABLE XXXVI 


? Per cent TiOz Obtained by 
Substances | Per Cent Fe : : So Sat ie Fusion with Na2O2 and Addition 
Analyzed Present an ‘4 of H3PO4 to Both Solution and 
Acid Sulfate 
Standard 
(LEN Abaetcrchs Chie 4.3 1.13 es 
ireclal a sete. Deak 1.30 1.26 
Limestone..... 1.2 0.22 0.23 
Iron Ore...... 30.0 NOLS 3.66 


6. Fluorides or hydrofluoric acid present in very small amounts 
cause considerable error due to their bleaching action on peroxide- 
titanium solutions. Walton!? observed an error cf 6.7 per cent in the 
colorimeter reading with a solution containing 0.010 gram TiOz and 
0.00039 gram HF. When the HF was increased to 0.0039 gram the 
error was 32.4 per cent. 


12 Loc. cit, 
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METHYL ORANGE AS A PERMANENT STANDARD FOR THE DETER- 
MINATION OF TITANIUM BY THE PEROXIDE METHOD 


Gautier !? recommends the use of methyl orange for the prepara- 
tion of a standard comparison scale in the colorimetric determination 
of titanium by the hydrogen peroxide method. The solutions do not 
fade and are easily prepared. 

Dissolve 1 gram of methyl orange in 500 cc. Ten cubic agtiae 
meters of this solution are diluted to 200 cc. Using small volumes of 
the diluted solution, a series is made in which the color intensity varies 
over the desired range. Standardize against a standard titanium solu- 
tion which has been oxidized by hydrogen peroxide. eer solutions 
stoppered when not in use, to prevent evaporation. 


if 


13 Chimiste, 2, 2; Rev. gén. Chim., 14, 16 (1911). 


CHAPTER XXXIV 


TUNGSTEN AND VANADIUM 


DETERMINATION OF TUNGSTEN AS THE OXIDE IN COLLOIDAL 
SUSPENSION ! 


THE method is based upon the reduction of HzeWOx, by TiCls, 
giving a blue oxide of tungsten that remains in colloidal suspension 
under certain conditions. 


Reagents. 


1. Hydrochloric acid, 1 Nand 6N. 
' 2. Ammonium hydroxide, 6 N. 
3. Titanium chloride solution. (Should correspond to 2 mg. Fe 
per cubic centimeter.) 

4, Sodium sulfite, solid, anhydrous. 

5. Standard tungsten solution. Weigh out a sample of tungsten 
steel whose tungsten content is known, using a weight that contains 
approximately the amount of tungsten estimated to be in the sample. 
Then add a non-tungsten steel until the total weight is equal to the 
weight of sample taken. Dissolve the standard and treat by the same 
method as used for the sample. | 

If the sample is a mineral, use a high-tungsten steel and omit 
adding a non-tungsten steel. 

Procedure.—A sample is taken such that the final comparison 
solution will not contain over 1 mg. of tungsten per cubic centimeter. 
When the tungsten content is very high, an aliquot part of the solution — 
of the sample may be used. If the sample is a mineral, fuse it with 
- sodium sulfite and take up the mass directly with aqua regia, thereby 

causing precipitation of most of the H2WOs, along with SiOz. If the 
sample is an alloy, treat with aqua regia directly. The separation of 
tungsten is not quantitative, because of the presence of metatungstic 
acid. Treat the filtrate, which should contain iron (10 per cent is 


_ 1A, Travers, Compt. rend., 166, 416 (1918); cf. ibid., 165, 408 (1917). 
7 387 ; 
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sufficient), with ammonium hydroxide until it is just alkaline to litmus. 
The ferric hydroxide thus precipitated entrains the tungstic acid. 
Wash the precipitate free from sodium salts, dissolve it on the filter 
with 6 N hydrochloric acid, and add it to the major part of the H2WOs,, 
after the latter has been freed from SiOz by any of the usual methods 
and taken up in hydrochloric acid. Evaporate the combined solu- 
tions to a volume of about 2 cc., cool, dilute to 40 cc., add 5 cc. of the 
titanium chloride solution, dilute to 50 cc., mix, and compare at once 
with the standard by the method of dilution or balancing. 


Notes. 


1. In the case of both standard and sample, the final comparison 
solution should not contain over 1 mg. of tungsten per cubic centimeter, 
otherwise flocculation of the colloidal oxide becomes too rapid. 

2. The reaction is not applicable in the presence of vanadium, phos- 
phorus, or molybdenum, and hence these must be first removed. 

3. Up to 0.1 N hydrochloric acid in the final comparison solution 
causes no appreciable change in the color. Beyond this concentra- 
tion the color diminishes progressively, being completely eliminated 
in a solution 0.5 N in acidity. 

4, The comparisons should be made at once after adding the TiCls, 
diluting and mixing, although the colloidal suspension will usually 
remain stable 30 minutes or longer under the conditions of the pro- 
cedure. 


DETERMINATION OF VANADIUM IN IRON AND STEEL 


Metuop or McCABEr2 


The method is based upon the intense red-brown color obtained 
when hydrogen peroxide is added to an acid solution of vanadium in 
the pentavalent state. Since the color obtained in iron and steel 
analysis is a blend of the color due to ferric iron and that-due to the 
vandium, it is necessary to have the same weight of iron and the same 
volume of solution of both sample and standard. This condition is 
conveniently accomplished by imitating the color of the sample solu- 
tion by adding a measured quantity of a standard vanadium solution 
to that of a non-vanadium steel, adjusting both solutions to the same. 
volume before the final comparison. 


2J. Ind, Eng. Chem., 5, 736 (1913). 
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Reagents. 


1. Sulfuric acid, 9 N. Add 1 volume of sulfuric acid, sp. gr. 1.84, 
to 3 volumes of water. 
. Nitric acid, sp. gr. 1.42. 
. Potassium permanganate. 
. Potassium bichromate. 
. Ammonium bisulfite. 

6. Hydrogen peroxide, 3 per cent. Determine the approximate 
strength of the peroxide by titration against a standard permanganate 
solution. ‘This should be done every few weeks, otherwise serious error 
may arise due to deterioration of the peroxide. 

7. Standard vanadium solution. The pure vanadium pentoxide 
required for making the standard solution can be obtained in the mar- 
ket, or it may be prepared in the laboratory from iron vanadate accord- 
ing to the method given by McCabe. ? 

Weigh out accurately about 0.2 gram of pure vanadium pentoxide, 
place it in a small beaker, add 30 cc. of nitric acid (sp. gr. 1.2) and warm 
‘until solution is complete. Dilute so that 1 cc. contains 0.2 mg. of 

vanadium, or an amount corresponding to 0.01 per cent when a 
2-gram sample is taken for analysis. 

The following procedures are from the work of McCabe.? 

Procedure A: When Chromium is Absent.—Place 2 grams of the 
vanadium steel and the same quantity of a non-vanadium steel in 
300 cc. Erlenmeyer flasks. Add exactly 40 cc. nitric acid (sp. gr.’1.2) 
to each and heat until the steel is dissolved. To each add about 0.1 
gram potassium permanganate and digest for 4 minutes. Then add 
dilute ammonium bisulfite in sufficient quantity to clarify the solution, 
and continue heating until SOs is all expelled: by this operation carbon 
is oxidized. 

Cool the solutions in running water and transfer to comparing 
tubes. Bring to equal volumes if they are not already so, and mix. 
Observe the colors, which should be of the same character and depth. 
| Into each tube introduce exactly 1 cc. 3 per cent hydrogen peroxide. 
_ Mix the test solution, and observe the vanadium color to gain an 

approximate idea of the vanadium content of the test. 
To the solution of non-vanadium steel add, from a burette, as much 
of the standard vanadium solution as it is thought may be safely used 
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4 Loc, cit. 
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without passing the amount existing in the test solution. To the tes 
solution add an equal amount of water. Mix the solutions and com 
pare colors. If the test solution appears darker, as will be the case i 
the proper precaution has been observed, add a further quantity o 
standard vanadium solution to the non-vanadium steel solution 
Add an equal quantity of water to the test solution to maintain thi 
equality of volume. Mix, and again compare. Continue in thi 
manner until the colors match at equal volumes. The amount o 
standard vanadium solution used indicates the result. Thus, if 20. 
cc. standard vanadium solution are used, the result is 0.205 per cent 
vanadium. 

Procedure B: When Chromium is Present.—Weigh 2 grams of the 
chrome-vanadium steel and an equal amount of a plain steel, placing 
in 400 cc. beakers. Weigh accurately an amount of potassiun 
bichromate corresponding to the chromium content of the test stee 
and place it in the beaker containing the plain steel. To each add 8( 
cc. sulfuric acid (1: 3), and heat. 

When nearly in solution, add to each 25 cc. of strong nitric acid anc 
heat for 10 minutes. Vanadium is not completely oxidized by a smal 
amount of nitric acid such as would oxidize the iron. 

Cool the two solutions in running water, introduce into comparing 
tubes, and bring to equal volumes. Mix, and observe the colors 
Owing to possible error in the chromium determination, it is doubly 
important to know that the solutions show colors of the same charac 
ter and depth at equal volumes before proceeding with the analysis. 

The determination is now finished as when chromium is absent. 


Notes. 


1. The above procedures are entirely satisfactory for the deter. 
mination of vanadium in most steels and iron, but when titanium o1 
molybdenum are present, or when there is a small amount of vanadium 
present with a large amount of chromium, the more elaborate methoc 
of McCabe should be used. This method* requires more time, but 
has been found thoroughly reliable under adverse conditions. 

2. The rules governing all color methods are of unusual impor. 
tance in the colorimetric determination of vanadium. The larg 
sample necessary renders the iron color deep enough to influence 
vanadium color very materially. The determination is further li 


4 Chem. Eng., 18, 243 (1911); see also the following method, page 391. 
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ited by the sensitive character of the vanadium color with hydrogen 
peroxide, it being affected by the acidity of the solution. With the 
strength of acids commonly used in analytical work, the acidity may 
be satisfactorily controlled by means of the ordinary volumetric 
apparatus. An excess of hydrogen peroxide partially bleaches the 
color after having produced it. Also, it is only when vanadium is in 
the pentavalent state that hydrogen peroxide imparts to its solution 
an immediate lasting color. 

3. It is very important to boil thoroughly the solution after using 
the ammonium bisulfite. This is necessary in order to restore the solu- 
tion to the fully oxidized condition. Any reduced vanadium imparts 
no color to the solution. ® 


McCABE’S METHOD FOR THE DETERMINATION OF VANADIUM IN IRON 
AND STEEL CONTAINING TUNGSTEN, CHROMIUM, TITANIUM, 
AND MOLYBDENUM ° 


The principle is the same as that of the preceding method. 


Reagents. 


1, Nitric acid, sp. gr. 1.42. 

2. Hydrochloric acid, sp. gr. 1.19. 

3. Hydrofluoric acid, 48 per cent. Use the pure acid in ceresin 
bottles. 

4. Ammonium hydroxide, sp. gr. 0.90. 

5. Hydrogen peroxide, 3 per cent. 

6. Ether. Use alcohol-free ether. 

7. Potassium chlorate. 

8. Standard vanadium solution. Prepare a solution containing 
0.2 mg. of vanadium per cubic centimeter. Accurately weigh about 
half a gram of pure V2Os, dissolve it in a minimum amount of nitric 
acid, dilute to the desired concentration, and mix thoroughly. 

Procedure.—Accurately weigh out about a 2-gram sample. If 
tungsten is present, remove it in the usual manner but avoid using 
‘sulfuric acid. Evaporation to dryness in the tungsten determination 
reduces a portion of the vanadium. It is therefore necessary to reox- 
.* it during the evaporation of the filtrate preceding the ether sep- 


_§ Private communication from Mr, C. R. McCabe. 
6 Private communication from Mr. C. R. McCabe; see also McCabe, Chem, Eng., 18, 


(1911), 
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aration of the bulk of the iron. ‘To the filtrate add 5 ce. of conc. nitri 
acid and evaporate to about 10 cc. Pour into a separatory funne 
and wash the dish or beaker with hydrochloric acid (1: 1), using a sma 
quantity at a time until the volume of the solution amounts to 20 cc 
as shown by a mark on the funnel. Add 50 cc. of alcohol-free ether 
stopper tightly, and shake under the water-tap. Allow the funnel t 
stand in a rack until the two layers separate completely. Draw o: 
the lower layer (acid layer) and take about 1.5 cc. of the ethereal solu 
tion containing the iron along with the acid solution. This yield 
about 0.1 gram of iron, together with the vanadium, chromium, an 
titanium if present. Molybdenum, if present, remains in the etherez 
solution. 

Evaporate the acid solution nearly to dryness, add cone. nitric aci 
and evaporate again nearly to dryness, thus removing all chlorine 
Add 20 cc. of conc. nitric acid, boil, add 2 grams of potassium chlorat 
and continue boiling a moment or two. The chromium and mar 
ganese are oxidized. Dilute to about 250 cc. and while boiling cau 
tiously add ammonia in excess. (See Note 3.) The precipitated iro 
occludes the vanadium, chromium passing into the solution. An: 
titanium present is with the ferric hydroxide precipitate. Filter on 
9 cm. filter paper and wash with hot water. Open the paper in a dish 
add 3 cc. of 1 : 1 hydrochloric acid and 5 cc. of water and warm unti 
solution is complete. Avoid any more acid at this point. Filter th 
solution to remove any paper fiber and also the small amount of man 
ganese which may separate at this point. This filtration is not of vite 
consequence. The volume of the solution is now 40 to 50 cc. Trans 
fer the solution to a color comparison tube. The solution has the colo 
of ferric chloride solution. Add 0.5 to 1 cc. of hydrofluoric acid an 
mix. The ferric chloride color is discharged, leaving the solution clea 
and colorless. (This would not be the case if much hydrochloric aci 
were present.) 

Add 1 cc. of 3 per cent hydrogen peroxide. The characteristi 
brown color is developed in the presence of the merest trace of vana 
dium. Comparison of the color is made with the Sea V20s5 solu 
tion as described on page 389. 


Notes. 


1. Titanium comes through with the vanadium, but the hy 
fluoric acid prevents any color developing. The true vanadium c 
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is developed only in the absence of any interfering or obscuring colors. 
McCabe’s original paper directed the use of a non-vanadium steel to 
be carried along with the vanadium steel, the final solution being used 
with V205 as a standard. This is now considered unnecessary, as 
there are no interferences to be compensated. 

2. In making the color comparison, use only a dilute hydrochloric 
acid solution of the same concentration as that containing the vana- 
dium, and add the V20; solution until the colors match at equal volumes. 

3. The manganese tends to dissolve upon diluting and heating 
the solution after the potassium chlorate treatment. 


DETERMINATION OF VANADIUM BY STRYCHNINE 


When a solution of strychnine in concentrated sulfuric acid is added 
to a concentrated sulfuric acid solution of vanadium in the highest 
state of oxidation (V2O5), a deep violet color is produced, which grad- 
ually changes to an intense orange. The reaction is carried out in the 
cold (20° C.) and 10 minutes is required for the maximum intensity of 
the orange tint to develop. 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. 

. Nitric acid, 6 N. 

. Ammonium hydroxide, sp. gr. 0.90. 
. Disodium hydrogen phosphate, 1 N. 
. Potassium chlorate. 

6. Ammonium molybdate. 100 grams of molybdic acid (MoOs) 
are stirred into 400 cc. of cold water, 80 cc. of ammonium hydroxide 
(sp. gr. 0.90) added, and the solution filtered. Pour the filtrate slowly, 
with constant stirring, into a nitric acid solution prepared by diluting 
400 cc. of nitric acid (sp. gr. 1.42) with 600 cc. of water. Add 0.05 
gram of microcosmic salt, allow the solution to stand 24 hours, and 
filter. 

7. Strychnine reagent. Dissolve 4 grams of pure strychnine in a 
liter of sulfuric acid (sp. gr. 1.84). 

8. Standard vanadium solution. Dissolve 0.1785 gram of pure 
vanadium pentoxide in a small volume of concentrated sulfuric acid 
and then dilute to a liter with sulfuric acid (sp. gr. 1.84). Mix thor- 
oughly. One cubic centimeter of this solution contains 0.1 mg, of 
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Procedure.—Dissolve the sample m 40 cc. of 6 N nitric acid anc 
add 1 cc. of the sodium acid phosphate solution. Cool, and add, : 
little at a time, concentrated ammonium hydroxide until ferric hydrox 
ide just begins to appear and then boil until it redissolves. Remov 
from the flame, add 30 cc. of ammonium molybdate solution, sti 
thoroughly, filter, and wash the precipitate with 2 per cent nitri 
solution until free from iron, and then wash it with water. Transfe 
the precipitate to a large beaker, add a few crystals of potassiun 
chlorate, 20 cc. of sulfuric acid (sp. gr. 1.84), and evaporate unt 
dense white fumes of sulfuric acid are given off and chlorine dioxid 
is no longer evolved.? Cool to room temperature, transfer to 
Nessler cylinder, the beaker being rinsed out with a little concentrate 
sulfuric acid, add 20 cc. of strychnine reagent, allow the solution t 
stand 10 minutes and compare with a standard by the method « 
dilution. 

The standard comparison solution is prepared along with the samp! 
by taking a volume of the standard vanadium solution containing th 
amount of vanadium estimated to be in the sample and treating 
with potassium chlorate and sulfuric acid as directed. The coole 
solution is transferred to a Nessler cylinder of the same bore as tt 
one containing the sample and 20 cc. of strychnine reagent addec 
After standing 10 minutes, the solutions are compared and the on 
having the more intense color is then diluted with concentrate 
sulfuric acid until the tints in the two tubes match when viewed again 
a semi-opaque white glass screen. 


Notes. 


1. For the best results the amounts of vanadium in sample at 
standard should be approximately the same. 

2. Nessler cylinders 12 ins. tall and # in. internal diameter are co 
venient for comparison. With these, 0.5 mg. of vanadium gives: 
good comparison tint when diluted until the solution fills about on 
half the volume of the cylinder. 

3. The vanadium must be separated from iron, since the latt 
interferes with the color comparison and, when present in a lar 
Gare entirely prevents the formation of the color. 

“The presence of large quantities of titanium, Pblyhdent 
a iy or aluminum do not affect the test.” § 


7 Cf. A. W. Gregory, Chem, News, 100, 221 (1909). 
8 A.W. Gregory, Joc, cit, 
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5. The vanadium must be in the highest state of oxidation (V2Os). 

6. Gregory? tested the permanency of the color, using 1 mg. of 
vanadium, and could not detect any change after letting it stand 3 
hours and then comparing it with the same quantity of vanadium 
freshly treated. 

7. Comparison by duplication is not practicable since 10 minutes 
are required for the full intensity of the orange color to develop after 
the strychnine reagent is added. The large volume of solution required 
for the balancing method makes the latter unsatisfactory on account 
ofexpense. ‘The color will in time fade, and hence a series of standards 
is not practicable. 


9 Loc. cit, 


CHAPTER XXXV 


ZINC 


DETERMINATION OF ZINC BY RESORCINOL 


Tue method is based upon the blue color imparted to an ammoni- 
acal zinc solution when a small quantity of an alcoholic or ethereal 
solution of resorcinol is added.! 


Reagents. 


1. Nitric acid, 6 N. 

2. Ammonium hydroxide, 6 N. 

3. Resorcinol, 5 per cent solution in alcohol or ether. 

4. Standard zinc soluticn. Dissolve 0.1 gram of pure zinc in nitric 
acid and dilute to 1 liter. 

Procedure.—The sample taken for analysis should contain between 
0.005 and 3 mg. of zinc. It is dissolved (in acid if necessary) and 
ammonium hydroxide added until the precipitate formed redissolves. 
The solution is diluted to 100 cc., and 2 cc. of the resorcinol solution 
added. ‘The blue color thus produced is matched against a standard 
prepared in the same way and containing about the same quantity of 
zinc as the sample. The dilution method holds only over a very 
narrow range. The method of duplication may also be used but not 
the other methods. 


Notes. 


1. The reaction employed in the above analysis is sensitive to 1 
part in 100,000. Errors observed for concentrations of zinc between 
0.1 and 3.2 mg. per 100 cc. varied from 0.06 to 6.6 per cent. 

2. The character of the blue color of the solution is slightly altered 


1A, del Campo y Cerdan and J. de la Puente, Anales soc. espafi. fis. quim., at 
Cerdan, Ann. chem. anal. appl., 14, 205. ; 
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on exposure to air. Unless the comparison is made at once, the solu- 
tions must be protected by a layer of some suitable oil. ‘‘ Nujol ” 
oil is excellent for this purpose. 

3. Hydrochloric acid solutions of zinc are colored red by resorcinol. 
They are not altered by air, but a special concentration curve must be 
constructed, using known amounts of zinc in the same way as the 
sample to be treated. See Chapter IV. 

4. In ammoniacal solution, calcium gives a green coloration with 
resorcinol, nickel a blue, and cobalt a red. Hence, it is necessary to 
remove these metals before testing for zinc. 

5. Zinc borosilicate glassware should not be used. See page 719. 


DETERMINATION OF ZINC BY THE POTASSIUM FERROCYANIDE 
METHOD (TURBIDIMETRIC METHOD) 

This method is based upon the turbidimetric method described by 
Breyer? in which zinc is precipitated as a finely divided suspension by 
potassium ferrocyanide solution. Meldrum? has applied it to the 
determination of zinc in water, and Birckner* to the determination of 
zinc in various food products. Bodansky® has modified the Breyer- 
Birckner method and used it in the estimation of the zinc content of 
marine organisms. Solid calcium citrate is employed in the recovery 
of the colloidal zinc sulfide. His modified method is given here. 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. 

. Nitric acid, sp. gr. 1.42. 

. Hydrochloric acid, sp. gr. 1.19. 

. Hydrochloric acid, 6 N. 

. Citric acid, 50 per cent solution. 

Ammonium hydroxide, 6 N. 

. Hydrogen sulfide, thoroughly washed. See p. 240, 
. Calcium carbonate. 
Ammonium thiocyanate, 2 per cent solution. 

. Potassium ferrocyanide, 34.8 grams per liter. 


CONAN WNHER 
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2See W. W. Scott, Standard Methods of Chemical Analysis, 4th ed., p. 607. D, Van 
Nostrand Co., New York, 1925. 
- 4Chem. News, 116, 271, 295, 308 (1917). 
_ 43. Biol. Chem., 38, 191 (1918). 
5 J. Ind, Eng. Chem., 18, 696 (1921), 
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11. Standard zinc solution. Dissolve 1 gram of pure zinc (iron- 
and lead-free) in dilute HCl, evaporate to a small volume, dilute, filter, 
make up to a liter, and thoroughly mix. From this a weaker standard 
is made, containing 0.1 mg. per cubic centimeter. The standard may 
also be made with recently ignited pure ZnCOs, or ZnC2Oa. 

The standard solutions must be slightly acid. 

Procedure.—A weighed amount of the material containing between 
0.1 and 5 mg. is treated with concentrated H2SO.4 and concentrated 
HNO; to oxidize the organic matter, the acids evaporated off and the 
residue washed. The ash is repeatedly extracted with hot dilute HCI, 
the filtered extracts being collected in a casserole and evaporated to 
dryness. Dissolve the residue in 2 cc. of concentrated HCl and 50 cc. 
of water. Pass H2S through the solution until the copper is com- 
pletely precipitated as sulfide, filter, and wash the precipitate. Boil 
the filtrate until all the H2S has been expelled (test with lead acetate 
paper), cool, neutralize with ammonium hydroxide, and add 10 cc. of 
50 per cent citric acid solution. Heat to boiling. If no calcium citrate 
separates, add calcium carbonate, a little ata time, until about 1 gram 
of calcium citrate is formed. Hydrogen sulfide is then passed rapidly 
into the solution until the latter has cooled. Allow the solution to 
stand for several hours, part of the time on a water-bath, until the 
supernatant liquid is clear. Collect the precipitate on a filter, wash 
with 2 per cent ammonium thiocyanate, and dissolve the residue on 
the filter paper with hot dilute HCl, allowing the filtrate to run into 
the flask in which the precipitation was made. If the solution is red- 
dish in color due to ferric thiocyanate, the zinc is reprecipitated. A 
turbidity due to colloidal sulfur may be removed by boiling and fil- 
tering off the coagulated sulfur. If clear and colorless, the liquid is 
ready for making the turbidimetric comparison. The liquid, or an 
aliquot part, is put into a 50 cc. Nessler cylinder and diluted to 45 cc. 
with water. At the same time a series of Nessler cylinders is pre- 
pared, containing varying quantities of zinc, 3 cc. of concentrated HCl 
and diluted to 45 cc. with water. Five cubic centimeters of potassium 
ferrocyanide solution are then added to each cylinder. The solutions 
are quickly mixed and the turbidities compared at once by viewing 
the cylinders longitudinally when they are held over a sheet of dead 
black paper or a board painted dead black. Standard zinc solution 
may be added from a burette to the cylinder which almost matches 
the unknown, until finally the two turbidities are identical. 
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Notes 


1. According to Birckner (Joc. cit.), who used the potassium ferro- 
cyanide method for the determination of zinc in various food products, 
the results are accurate to +0.05 mg., if the procedure is properly 
carried out. Meldrum (Joc. cit.) found the method accurate in water 
analysis to 1 part of zinc in a million parts of water. 

2. Iron must be removed before the addition of potassium ferro- 
cyanide, since ferrous salts would form potassium ferri-ferrocyanide 
which imparts a blue color to the solution. 

3. A better recovery of the zinc sulfide is obtained when the cai- 
cium citrate is formed in the solution than when it is added pre-formed. 
It is thought that the calcium citrate adsorbs the colloidal zinc sulfide 
particles and hence effects a better recovery. This is in line with Ban- 
croft’s observation:® “ There is some evidence to show that when a 
colloidal solution is precipitated the finer particles attach themselves 
to the coarser ones.” 

4, The following data taken from the results of Bodansky (oc. cit., 
illustrate the degree of accuracy of the method when solid calcium 
citrate is used in the recovery of the finely divided zinc sulfide: 


TABLE XXXVII 


Zn Present, Zn Found, Zn Present, Zn Found, 
Milligram Milligram Milligrams Milligrams 
0.10 Cea 0.50 0.48 
0.20 0.18 1.00 0.99 
0.30 0.28 2550) 2.40 
0.40 0.39 10.00 10.40 


This method is excellent for the estimation of less than 5 mg. of 
zinc; and even with larger amounts, 10 to 20 mg., it compares favor- 
- ably with other standard methods. 

5. The zinc ferrocyanide should give to the solution a pure milky 
white opalescence. Unless the greatest precaution is taken to remove 
all iron, the zinc ferrocyanide appears a very faint bluish white due to 
the minute trace of iron which forms ferri-ferrocyanide. (See Note 2.) 

6. Zinc borosilicate glassware should not be used. See page 719. 


6 J. Ind. Eng. Chem., 18, 153 (1921); cf. Burton, The Physical Properties of Colloidal 
Solutions, 2d ed., p. 173. Longmans, Green and Co., London, 1921. 
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CHAPTER XXXVI 


ACETALDEHYDE, ACETYLENE, AND ACROLEIN 


DETERMINATION OF ACETALDEHYDE BY FUCHSINE-SULFUROUS ACID 


Reagents. 


1. Aldehyde-free alcohol. Commercial 95 per cent alcohol is 
first treated with silver oxide as described by Dunlap! and the dis- 
tillate then treated with meta-phenylenediamine hydrochloride accord- 
ing to Woodman and Lyford.2 The combined method is given on 
page 412 under the Determination of Benzaldebyde. 

2. Fuchsine-sulfurous acid. Dissolve 0.5 gram of pure fuchsine 
in 500 cc. of water, add 5 grams of sulfur dioxide dissolved in 100 to 
200 cc. water, dilute to a liter, and allow to stand until the solution is 
colorless. Prepare only a small quantity of this reagent at a time 
since it loses its strength in a few days. 

3. Standard acetaldehyde solution. Prepare according to Vasey. 
Aldehyde ammonia is ground in a mortar with ether, the ether decanted 
and the operation repeated several times. The purified substance is 
dried in a current of air and then in a vacuum over concentrated sul- 
furic acid. Dissolve 1.387 grams. of the purified aldehyde ammonia in 
50 cc. of 95 per cent (by volume) alcohol, add 22.7 cc. of normal 
alcoholic sulfuric acid, dilute to 100 cc. and then add 0.8 cc. more 
water to compensate for the volume occupied by the ammonium sulfate 
precipitate. Let the mixture stand overnight and filter through a 
dry filter. This solution contains 1 gram of acetaldehyde per 100 cc. 
and will not lose its strength. 
1J. Am. Chem. Soc., 28, 395 (1906). 

2 Ibid., 80, 1607 (1908). 
3Analysis of Potable Spirits, p. 30, 
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A convenient standard is prepared by diluting 2 cc. of the strong 
solution to 100 cc. with 50 per cent (by volume) alcohol. One cubic 
centimeter of the dilute solution contains 0.2 mg. of acetaldehyde. 
This solution loses strength fairly rapidly and should be made up fresh 
every day or two. 

Procedure.—Five or 10 cc. of the sample solution, which should 
contain 0.5 to 1.5 mg. of acetaldehyde, are placed in a colorimeter tube, 
diluted to 50 cc. with 50 per cent (by volume) alcohol (aldehyde-free), 
the tube placed in a water-bath at 15° and allowed to reach the temper- 
ature of the bath. Twenty-five cubic centimeters of the fuchsine- 
sulfurous acid solution (also at 15°) are added and the two solutions 
thoroughly mixed and allowed to stand in the bath for 15 minutes. 
The solution is then quickly matched in a colorimeter against a 
standard acetaldehyde solution similarly treated, care being taken 
that both sample and standard are at the same temperature. The 
room temperature should not be much above 15°. 

The intensity of color developed by acetaldehyde under the 
above conditions is not in direct proportion to the amount of aldehyde 
present. ‘‘ A standard containing 0.001 gram develops about three 
times as much color as a standard 0.0005 gram and about one-half the 
color of a standard containing 0.0015 gram.”’* This makes it neces- 
sary to prepare a number of curves and from these to prepare a table. 

Using a Schreiner® colorimeter, Tolman® has prepared such a 
table and gives directions for using it. 


DETERMINATION OF ACETYLENE BY AMMONIACAL 
CUPROUS CHLORIDE 


METHOD OF WEAVER? 


This method is based upon the formation of a red colloidal solution 
of copper carbide when acetylene is conducted into an ammoniacal 
solution of cuprous chloride containing gelatin and alcohol. The 
gelatin is added as a protective colloid to retard precipitation of the 
colloidal copper carbide with a resultant change in color. The sample 
sol is matched in color against a standardized red dye solution or a cal- 

4L.M. Tolman, J. Am. Chem. Soc., 28, 1624 (1906). 
5 J. Am. Chem, Soc., 27, 1192 (1905). 


6 Loc. cit. 
7U.S. Bureau of Standards, Sci, Papers No. 267 (1916). 
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ibrated piece of ruby glass. Colloidal solutions of copper carbide are 
not sufficiently stable to be conveniently used as standards. 


Reagents. 


. Ammonium hydroxide, sp. gr. 0.90. 
. Cuprous chloride. 

. Hydroxylamine hydrochloride. 

. Gelatin. 

. Alcohol, 95 per cent. 

6. Standard color solution. Dissolve 0.21 mg. of chromanilbraun 
R, 0.04 mg. of carmoisine B, and 2.5 grams of gum arabic in 100 cc. of 
water. 

Procedure.—Dissolve 0.25 gram of gelatin in hot water, dilute to 
500 ce., and add 500 cc. of 95 per cent alcohol and 1.25 grams of hydrox- 
ylamine hydrochloride. To 20 cc. of this solution add 10 cc. of con- 
centrated ammonium hydroxide and a small amount (0.01 to 0.02 
gram) of cuprous chloride. After the absorption of the acetylene the 
solution is diluted to 100 cc. and compared in a colorimeter with the 
standard which has been chosen. The standard used by Weaver in his 
experimental work was a solution containing chromanilbraun R, 
carmoisine B, and gum arabic. A more convenient, though less accu- 
rate, standard is a fixed depth of a solution of azolitmin. If 10cm. of a 
solution of azolitmin containing 1 part of the dye to 2500 parts of 
water is used as standard, the amount of acetylene in 100 cc. of col- 
loidal solution may be calculated from the equation « = 0.13y + 0.03, 
where x = number of milligrams of acetylene and y = 10 + number 
of centimeters of colloidal solution required to match the standard. 

Weaver ® used a colorimeter similar to the one described by Camp- 
bell and Hurley. 
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Notes. . 


_ 1. The method is very sensitive. Amounts of acetylene as small 

as 0.03 mg. may be detected, and amounts up to 2 mg. may be deter- 
mined with an accuracy of better than 0.05 mg. 

: 2. Hydrogen sulfide and large amounts of oxygen and carbon 

dioxide interfere with the test, but all of these may be removed, 

without loss of acetylene, by passing the gas to be tested through a 

hot alkaline solution of pyrogallol. 


 8J, Am. Chem. Soc., 38, 1112 (1911). 
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3. The following statements are by Weaver,® who made a careful 
investigation of the effects of all variables in the above colorimetric 
method: 

(a) Size of Tip and Rate of Gas Flow.—When the gas is intro- 
duced into the absorption solution through a tube with a fine tip about 
0.2 mm. in diameter, curved so that bubbles escaping from the tip 
pass through the solution without coming in contact with the glass 
after leaving the tip, the indications are that the absorption of acety- 
lene from the very fine bubbles is complete. The results are inde- 
pendent of the rate of gas flow at rates of 5 to 50 cc. per minute. Even 
at a rate of 100 cc. per minute, the loss amounts to only about 10 per 
Cent. 

(b) Composition of Absorbing Solution.—Tests were made to deter- 
mine the influence of the following constituents in the solution used for 
absorption: cupric chloride, ammonium chloride, hydroxylamine 
hydrochloride, cuprous chloride, ammonia, gelatin, alcohol, and 
acetone. 

In the following discussion of results ‘the amount of each of the 
various constituents mentioned as present in the solution is always 
the amount contained in 30 cc. 

Cupric Chloride.—It was found that the presence of even quite large 
amounts of cupric chloride in the absorbing solution is without appre- 
ciable effect, provided a sufficient amount of the cuprous salt is also 
present during the absorption and enough hydroxylamine is added 
before the colorimetric comparison to reduce all cupric salts. Cupric 
chloride may be added to a colloidal solution already prepared and left 
for several hours without affecting the colloid, as shown by colorimetric 
tests after reducing the cupric salts with hydroxylamine. If the 
solution is exposed to the air the colloid is unaffected until the cuprous 
salts in solution are oxidized; then the colloid quickly disappears 
with the formation of a flocculent black precipitate. 

Ammonium Chloride.—The presence of ammonium chloride, or, 
indeed, any strong electrolyte, causes irregular and generally low 
results. Ten milligrams of the salt in 30 cc. of absorbing solution 
produce a tendency toward low results. Twenty milligrams: cause 
results averaging 40 per cent low, and more than that amount cause 
precipitation. The presence of ammonium chloride in the absorbing 
solution is the most serious single source of error in the colorimetric. 


9 Loc. cit. 
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determination of acetylene. After its effect was discovered, solutions 
showing the characteristic brownish and slightly turbid appearance 
caused by the presence of much of the salt were discarded. 

Hydroxylamine Hydrochloride.—The presence of a small amount 
of hydroxylamine hydrochloride in excess of that required to decolorize 
the absorbing solution is without appreciable effect, but a large excess 
has the same effect as a small amount of ammonium chloride, e.¢., 
100 mg. of hydroxylamine hydrochloride caused the average results 
to be about 10 per cent low. 

Cuprous Chloride.—Only a very small amount of cuprous chloride 
is required to give complete absorption of the acetylene, and the 
amount present may be varied over a wide range without affecting the 
results. Solutions containing from 9 to 360 mg. gave identical results. 
Solutions containing 6 mg. gave results about 30 per cent low, although 
the amount of acetylene was much less than equivalent to the amount 
of copper, while solutions containing only 3 mg. of cuprous chloride 
gave no color at all. 

Ammonia.—The amount of ammonia in solution must be regulated 
rather carefully. About 10 cc. of concentrated ammonium hydroxide 
(sp. gr. 0.90) per 30 cc. of solution gives the best results. Irregular 
results are caused by any considerable change in the concentration in 
either direction. The use of only 5 cc. caused results 40 per cent low, 
while the use of 2.5 cc. gave results 60 per cent low. More than 10 cc. 
of strong ammonium hydroxide is likely to produce a cloudy appear- 
ance caused by coagulation of the gelatin; 20 cc. always causes the 
formation of a large amount of precipitate, sometimes enough to leave 
the solution practically colorless. 

Gelatin.—The amount of gelatin may be varied from 2 to 6 mg. per 
30 cc. provided coagulation does not take place. The amount should 
be kept small to prevent coagulation. Less than 1 and more than 10 
mg. is almost certain to cause precipitation. 

Alcohol.—The presence of a large amount of alcohol Ee uniform 
results, but alcohol causes gelatin to coagulate and the amount which 
can be used is limited by this fact. About 10 cc. of 95 per cent alcohol 
per 30 cc. of solution gave the most favorable results. When only 
5 cc. is used the results are about 30 per cent low. Less than 5 cc. 
causes precipitation. Too great a variation of the alcohol concen- 
tration in either direction causes precipitation. 

Acetone.—The effect of substituting acetone for a part or all of the 
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alcohol was tried. In general, the color of the resulting colloid was 
changed and comparisons with the standard were difficult. Acetone 
also coagulates gelatin more readily than alcohol. 

(c) Temperature—A few experiments on the effect of tempera- 
ture were carried out. The results show that the temperature changes 
in the ordinary laboratory do not affect the result appreciably. 
There is a tendency for the results to be low at temperatures above 
35°C. Results at 45° to 50° are 10 to 15 per cent low. 

(d) Dilution of Solution after Absorption.—A large number of 
experiments have shown that, within the limit of accuracy of the color- 
imeter readings, it is immaterial how much the colloidal solution is 
diluted before the readings are taken, provided the volume of solution 
is taken into account in calculating the amount of acetylene. For 
example, if a sample of acetylene is absorbed in 30 cc. of solution and 
the resulting liquid successively diluted with water to 60, 90, and 120 
cc. and comparisons with the same color standard are made at each 
dilution, it will be found that the depths of colloidal solution required 
to match the standard are in the ratios 1:2:3: 4. 

4, A solution of acetylene in ether is a convenient and Pitahle 
source of acetylene. A uniform flow of gas may thus be easily obtained. 

5. The constituents normally present in illuminating gas do not 
interfere with the colorimetric determination of acetylene. 

6. The method can be used to determine acetylene in air. The 
acetylene-air mixture is passed through a strongly alkaline solution 
of pyrogallol and thence into the absorption solution. The pyrogallol 
solution is finally heated to boiling to drive out any acetylene present. 

7. Potassium or sodium hydroxide may be used if necessary to 
remove hydrogen sulfide, carbon dioxide, or similar interfering gases. 
Small amounts of carbon dioxide do not interfere but large amounts 
have the same effect as the introduction of a little ammonium chloride. 
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The acrolein is determined by the same procedure used for the 
estimation of benzaldehyde by Schiff’s reagent. The same precau- 
tions are taken as are required in the benzaldehyde test. (See p. 412.) 

Moureu and Boismenu!° recommended constructing a graph from 
known quantities of acrolein as abscissas and intensities of color as 
ordinates. The concentration of acrolein in the sample may then be 
read off the graph after the color intensity has been determined. In 
diluting a solution of acrolein, the coloring power of Schiff’s reagent 
diminishes faster than the concentration. 

The use of stabilizers for acrolein, such as pyrogallol, pyrocatechol, 
hydroquinol, gallic acid, and tannin, does not interfere with the 
determination. 


10 J. pharm. chim., 27, 49, 89 (1923). 


CHAPTER XXXVII 


ADRENALINE 


DETERMINATION OF ADRENALINE 


Wuen solutions of adrenaline (epinephrine or suprarenine), 
Ce6H3(OH)2:CH(OH)-CH2:NH-CHs, are oxidized by heating with 
potassium iodate a reddish color develops which varies in intensity with 
the concentration of the adrenaline. The method is especially adapted 
to the estimation of adrenaline in glands. If the procedure is carried 
out on solutions of known acidity and with an allowance, if necessary, 


for the presence of bisulfite, the results will be found sufficiently 
reliable. 


Reagents. 


1. Hydrochloric acid, 1 N. 

2. Potassium iodate, 1 per cent. 

3. Sodium bisulfite. 

4. Standard adrenaline solution, Prepare freshly as needed. 
Place 0.050 gram of pure adrenaline in a 50 cc. volumetric flask, dis- 
solve it in 0.5 cc. of N hydrochloric acid, dilute to the mark with water, 
and thoroughly mix. If the sample to be compared contains bisulfite, 
then 0.050 gram of sodium bisulfite should be added to the above 
standard solution before diluting to the mark. 


ADRENALINE IN SOLUTIONS 


Procedure.—Place 20 cc. of distilled water in a small flask (50 cc.), 
add 5 cc. of a 1 per cent solution of potassium iodate and 0.25 cc. of 
N hydrochloric acid, and warm to 38°C. Then add 0.5 cc. of standard 
adrenaline solution, and continue heating for 15 minutes. At the same 
time prepare an acid solution of the iodate in the same way, warm t 
38° C., and add 0.5 cc. of the sample solution (approx. concn. 1 : 1000) 
or an equivalent amount of a weaker solution. After the standar 
and sample solutions have been warmed for 15 minutes at about 3: 
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C., they are cooled to room temperature and compared in a colorimeter 
or Nessler cylinders. 


ADRENALINE IN DRIED GLANDS 


Procedure.—Digest 0.100 gram of the dried glands for about 30 
minutes at 38° C. in 20 cc. of distilled water to which have been added 
5 cc. of a 1 per cent potassium iodate solution and 0.25 cc. of N hydro- 
chloric acid. Filter, cool, and match the solution against a standard 
solution prepared in a similar way at the same time. The standard 
adrenaline solution should not contain any bisulfite. 


Notes. 


1. If the sample solution is within 20 or 25 per cent of the standard, 
comparison is easily made; otherwise, it is better to repeat the analysis, 
using solutions of sample and standard approximately of the same 
concentration. 

2. It has been shown that “ the greatest intensity of color is reached 
in about 10 minutes at 38° C., and further heating at this tempera- 

ture for an hour makes no appreciable difference. The presence of 
sodium bisulfite in the solution diminishes the color in proportion to the 
amount of bisulfite present. When the adrenaline solution (1 : 1000) 
contained a like amount of sodium bisulfite (0.1 per cent) the color 
was reduced 10 per cent.”’! 

3. In attempting to match the color goraiieeds in acid solution) 
with a mineral acid, Scoville found that an ammoniacal solution of 

_cobaltous chloride matches closely within certain limits. 

“ A solution made by dissolving 0.25 gram of cobaltous chloride 

(CoCle:-6H20) in 10 cc. of water, adding a solution of 2 grams of 
ammonium carbonate (U. S. P. in translucent crystals) in 80 cc. of 
water, and making the solution up to.100 cc., matches the adrenaline 
color very closely in depths of 25 to 35-mm. (in a Duboscq colorimeter) 
but shades more to the red in deeper columns and to the blue in shal- 
ower. The ammoniacal cobalt chloride solution therefore differs 
nough in color to limit its usefulness, but can be used to verify the 
aim for a 1 : 1000 solution of adrenaline, provided the test be applied 
vith proper precautions.”’? 


1W. L. Scoville, J. Ind. Eng. Chem., 12, 770 (1920). 
2W.L. Scoville, J. Ind. Eng. Chem., 12, 771 (1920). 


CHAPTER XXXVIII 


ANILINE 
DETERMINATION OF ANILINE VAPOR 


WHEN a dilute solution of aniline is mixed with calcium hypo- 
chlorite solution and then made alkaline with caustic, a yellow color 
develops, whose intensity is proportional to the aniline present. 


Reagents. 


1. Sodium hydroxide, 1 N. 

2. Calcium hypochlorite. Prepare a stock solution containing 
about 3 per cent of available chlorine by shaking for 10 minutes 20 . 
grams of good commercia! chloride of lime with 100 cc. of water and 
then filtering. A portion of this solution is diluted, as needed, to an 
available chlorine content of 0.1 per cent. 

3. Standard aniline solution. Dissolve 1 gram of pure aniline 
in water, dilute to a liter, and mix thoroughly. One cubic centimeter 
of this solution contains 1 mg. of aniline. 

Procedure.—The aniline vapor is collected by bubbling a measured 
volume of the air-aniline mixture through an absorption bulb contain- 
ing water. A preliminary test is made to determine the approximate 
amount of aniline present and the solution then diluted with water to a 
concentration of 0.01 mg. to 0.1 mg. of aniline per 20 ce. One cubic 
centimeter of calcium hypochlorite (containing 0.1 per cent available 
chlorine) is then mixed with 20 cc. of the diluted solution. After stand- 
ing 2 minutes, add 1 cc. of 1 N sodium hydroxide solution, allow to 
stand 10 minutes, and match the color against a series of standards 
similarly prepared from known amounts of the standard aniline solu- 
tion. A suitable series may be made with 0, 0.01, 0.02, 0,03, 0.04, 
0.05, 0.06, 0.07, 0.08, 0.09, 0.10 mg. of aniline, respectively, ina volume - 
of 20 cc. each, exclusive of reagents. The mixing of the unknown 
solution and the standards with the reagents should be made as nearly 
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simultaneously as possible. Fifty cubic centimeter-Nessler cylinders 
are convenient. 


Notes. 


1. It is important to mix the solutions in the order and manner 
directed in the Procedure. 

2. The addition of alkali sensitizes the reaction between aniline 
and hypochlorite so that as little as 0.01 mg. of aniline in 20 cc. of 
solution (1 part in 2,000,000) can easily be detected.! 

3. A much stronger (ten times) solution of aniline than 0.01 to 0.1 
mg. per 20 cc. may be used, provided a set of standards with corre- 
spondingly higher aniline concentrations is employed. In the latter 
case the tubes should be allowed to stand a little longer than 10 min- 
utes before comparing the colors. 


1E. Elvove, J. Ind. Eng. Chem., 9, 953 (1917). 


CHAPTER XXXIX 


BENZALDEHYDE AND CITRAL 


DETERMINATION OF BENZALDEHYDE BY FUCHSINE-SULFUROUS ACID 


Tuts method is based upon the reaction of benzaldehyde with 
fuchsine-sulfurous acid, a pink color being formed, the intensity of ' 
which is proportional to the amount of benzaldehyde present. The 
method was developed for the estimation of benzaldehyde in almond 
extracts. With a properly prepared fuchsine-sulfurous acid solution, 
a distinct change in color is obtained when 0.05 mg. of benzaldehyde is 
present in a volume of 50 cc. ! 


Reagents. 


1. Fuchsine-sulfurous acid. Dissolve 0.5 gram of pure fuchsine in 
100 cc. of water and add a freshly prepared solution of sulfurous acid 
containing 20 grams of sulfur dioxide. As soon as the solution is 
decolorized, dilute to a liter with water. It is convenient to place the 
fuchsine solution on a scale pan and then pass in a current of sulfur 
dioxide until the weight has increased by 20 grams. 

2. Aldehyde-free alcohol. Commercial 95 per cent alcchol is 
first treated with silver oxide as described by Dunlap,? and the 
distillate then treated with meta-phenylenediamine hydrochloride 
according to Woodman and Lyford. The procedure is as follows: 
* “Dissolve 1.5 grams of silver nitrate in about 3 cc. of water and 
add it to a liter of 95 per cent alcohol in a glass-stoppered cylinder, 
then mix thoroughly. Dissolve 3 grams of potassium hydroxide 
[purified by alcohol] in 10 to 15 cc. of warm alcohol and, after cooling, 
pour it slowly into the alcoholic silver nitrate solution, but do not 
shake. The silver oxide is precipitated in a very finely divided condi- 
tion and slowly distributes itself throughout the contents of the cyl- 


1A. G, Woodman and E, F. Lyford, J. Am. Chem. Soc., 80, 1607 (1908). 
2J. Am. Chem, Soc., 28, 395 (1906). 
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inder. Let stand quietly overnight or until the precipitated’ silver 
oxide has completely settled. Either siphon off the clear supernatant 
liquid from the sediment or filter, and then distil’ (Dunlap). ‘To 
the distillate is added 25 grams of meta-phenylenediamine hydro- 
chloride per liter and a fairly rapid current of air drawn through the 
solution for three hours. The alcohol is then distilled, the first 100 cc. 
being rejected. The remainder of the distillate should give absolutely 
no color when tested for aldehyde in the manner described under the 
estimation of benzaldehyde. It will remain suitable for use for sev- 
eral weeks at least, if kept cold and in the dark, preferably in an ice- 
chest.” (Woodman and Lyford.) 

3. Standard benzaldehyde solution. Make a solution of freshly 
distilled benzaldehyde in aldehyde-free alcohol so that each cubic 
centimeter contains 1 mg. of benzaldehyde. This dilute solution keeps 
well. 

Procedure.—Two cubic centimeters of the sample (which should 
contain 5 to 10 mg. of benzaldehyde) are placed in a colorimeter tube 
and made up to 20 cc. with aldehyde-free alcohol. Several standard 
solutions are made up containing 2, 4, 6, etc., mg. of benzaldehyde 
and placed in similar colorimeter tubes. All tubes are then placed 
in a water-bath at 15° C. and allowed to stand until the solutions reach 
the temperature of the bath. Have ready Schiff’s reagent, also at 15°, 
and add 20 cc. of it to each tube as rapidly as possible, thoroughly mix, 
allow the tubes to stand 10 minutes in the bath, and match the sample 
tube against a standard. The matching must be made as quickly as 

possible, since the color rapidly deepens if the temperature rises much 
above 15°. 


Notes. 


1. Pure fuchsine must be used in order to obtain a colorless solu- 
tion. The solution can be. relied upon for about 10 days. The 
sulfuric acid formed by the oxidation of the sulfur dioxide decreases 
the sensitiveness of the solution, so that by the end of 10 days a fresh 
solution should be prepared. 

2. Within reasonable limits the color is approximately proportional 
to the depth of the solution and the concentration of the benzalde- 
hyde; but, as a matter of convenience in reading, it is best to have 
the concentrations of the sample and standards within 5 to 10 mg. 

per 40 cc. 
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DETERMINATION OF CITRAL BY FUCHSINE-SULFUROUS ACID 


This method has been adapted to the determination of citral? 
(geranial) in lemon oils and extracts. 


Reagents. 


1. Aldehyde-free alcohol. Prepare according to directions on 
page 412. 

2. Fuchsine-sulfurous acid.—Dissolve 0.5 gram of fuchsine in 
100 cc. of water and add a solution of sulfurous acid containing 16 
grams of sulfur dioxide. Let stand until colorless and dilute to a liter. 
Prepare fresh every 2 or 3 days. 

3. Standard citral solution. One gram of pure citral is dissolved 
and made up to a liter with 50 per cent (by volume) alcohol (aldehyde- 
free). 

Procedure.—Use a 2-gram sample for lemon oil and 20 to 30 grams 
in the case of lemon extracts. Place the sample in a 100 cc. volumetric 
flask, dilute to the mark, and mix thoroughly. Allow the solution to 
cool to 15° in a water-bath and transfer about 4 cc. of it to a colorimeter 
tube. Then add to the tube 20 cc. of aldehyde-free alcohol, 20 cc. of 
fuchsine-sulfurous acid solution, and dilute to 50 cc. with alcohol. 
Mix and allow the solution to come to 15° in the water-bath. Prepare 
a set of standards similarly. Make color comparison at 15°. The 
concentration of the sample and comparison solution must be approx- 
imately the same when a colorimeter is used, otherwise, a correction 
must be made. To avoid making a correction, use two samples; 
the first one to determine the approximate amount of citral present. 

Note.—The color developed by lemon oil is not quite the same 
shade as that developed by pure citral. This may be due to the pres- 
ence of citronellal, since limonene does not affect the color of the 
standard. 


+E, M. Chace, J. Am. Chem. Soc., 28, 1472 (1906). 


CHAPTER XL 


DYES 


DETERMINATION OF CERTAIN VAT DYES BY REDUCTION WITH 
ALKALINE SODIUM HYPOSULFITE 


MeEtTHOD OF YOE AND EDGAR 


Dyes of the indanthrene series are usually applied to the fabric in 
the reduced condition, reduction being effected by an alkaline solu- 
tion of sodium hyposulfite. Although the most favorable conditions 
for practical use of these dyes are very well known, relatively little 
seems to have been established as to the mechanism by which the 
reduction occurs, and the influence of different factors upon the rate 
of the reaction. In order to make such a study it is necessary to deter- 
mine accurately the amount of reduced dye at frequent intervals (5 
or 10 minutes). 

In a recent study of this problem! a colorimetric method was 
employed which consisted in comparing the reduced dye solution 
against a standard made by reducing completely a known weight of 
dye, or comparing with a standardized colored glass. 

The dyes studied were furnished by E. I. du Pont de Nemours and 
Co., Inc., Wilmington, Delaware, and were known by them as Ponsol 
Yellow G, Ponsol Blue G, Ponsol Blue R, Ponsol Dark Blue BR, 
Ponsol Violet RR. They have the following formulas: 


i 
90 CI(?) ; 
c i 9 
C 
C N 
i en as ha 
| ) N-H 0 N-H 
H-N 0 H-N 0 
N Cc Cc c 
C ¢ ¢ 
0 Ci(?) O fe) 
(a) Ponsol Yellow G (b) Ponsol Blue G (c) Ponsol Blue R 


1J. H. Yoe and G. Edgar, J. Phys. Chem., 27, 65 (1923); J. H. Yoe, zbid., 28, 1211 
(1924). Note—In the first reference NaHSO2 should read Na2S20,. 
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(d) Ponsol Dark Blue BR (e) Ponsol Violet RR 


Reagents. 


1. Sodium hydroxide. The strength that gives best results must 
be determined for each dye and for a given set of conditions. In the 
above work 0.5 N NaOH was found best for Ponsol Yellow G and 
0.25 N NaOH best for Ponsol Blue G. 

2. Sodium hyposulfite (“ hydrosulfite’”’). Use the solid salt. 
Provided a sufficient amount is present,. the concentration of. the 
NazS204 seems to have little effect upon the reduction and solution 
of the dye. . 

3. Hydrogen. Use stick zinc and sulfuric acid in any convenient 
type of generator. Wash the hydrogen by passing it first through a 
bottle containing sodium hydroxide solution and then through one 
containing alkaline pyrogallol solution. 

4, Standard dye solution. On account of rapid atmospheric oxi- 
dation, the standard must be prepared along with the sample and color 
comparison must be made at once. A thin layer cf a colorless mineral 
oil placed on top of the reduced solutions in the colorimeter tubes 
will retard the oxidizing action of the air. 

5. Standard colored glasses. On account of the rapid atmospheric 
oxidation of the reduced dye solution, it may be more convenient to 
standardize a series of colored glasses corresponding to different inten- 
sities of the reduced dye. > These glasses must, of course, be standard- 
ized and used under the same conditions as employed in the treat- 
~ment of the dye sample. Care must be taken to use only glasses 
having the identical tint of the reduced dye solution and each glass 
- should be marked in such a way that its position in the colorimeter is 
always the same, thus avoiding an error due to any irregularities in - 
the glass. 
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Procedure.—Place a weighed sample of the dye in a beaker (tall 
form and without lip) fitted with a wooden cover provided with a hole 
through which the stirrer (glass) passes and others through which 
hydrogen can be introduced and samples for analysis withdrawn. The 
tip of the inlet hydrogen tube is adjusted to within 1 cm. of the sur- 
face of the vat solution. The air in the beaker is then replaced by 
hydrogen, the stirrer (conveniently motor-driven) set in motion, and 
a measured volume of a solution of NaOH and NazS204 is 
added. Stirring is continued until reduction is complete, a current 
of hydrogen being passed continuously into the beaker. When reduc- 
tion is complete an aliquot of the solution is removed by means 
of a pipette, run into a colorimeter tube and its color compared at once. 
If the color is too intense for comparison, dilute the aliquot to a 
definite volume with a solution of NaOH and NazS2Ox. and place ¢ 
measured volume of the diluted solution in the comparison tube. 


Notes. 


1. The above procedure should serve only as a suggested outline, 
the details of which must be worked out for any particular dye. In 
the work of Yoe and Edgar, and of Yoe (loc. cit.), for example, it was 
found that the color of the reduced dye solution was exactly matched 
to the eye by cobalt glass. Hence, it was possible to make a series 
of permanent standards out of cobalt glass. 

2. The results of the investigations by Yoe and Edgar, and by 
Yoe (Joc. cit.), indicate that the reaction between the dye and the alka- 
line hyposulfite is very rapid, that an insoluble crystalline reduced dye 
(dark blue) is first formed, and that the latter is then peptized by 
hydroxyl ions to form a dark blue sol. The rate of peptization, and the 
amount of dye stuff peptized by a given solution, depend upon the state 
of subdivision of the dye. The rate of reduction is much faster than 
the rate of peptization. ‘The sol is coagulated by positive ions. 


CHAPTER XLI 


FORMALDEHYDE AND FURFURAL 


DETERMINATION OF FORMALDEHYDE BY MORPHINE SULFATE 


Ir formaldehyde vapor is allowed to come into contact with a 
freshly prepared sulfuric acid solution of morphine, a pink to dark 
blue color is produced, according to the amount of formaldehyde 
present. 1, 

Reagent.—Morphine sulfate solution. Dissolve 0.35 gram of 
white, crystalline morphine sulfate in 100 cc. of cold sulfuric acid, 
sp. gr. 1.84. This solution must be prepared fresh as needed, since 
the sulfuric acid slowly decomposes the morphine, even at room 
temperature. 

Procedure.—A suitable volume of the test solution (say 60 cc.) 
is placed in a 3-in. crystallizing dish, 1 cc. of the morphine sulfate solu- 
tion is floated upon the surface of the test solution by means of a 
1-in. watch-glass, and the dish immediately covered with a glass 
plate. Keep the dish and its contents at about 20°. Compare the 
color produced in the morphine sulfate solution with those produced 
by known amounts of formaldehyde in a series of standards prepared 
along with the test solution, care being taken to start all tests at the 
same time and under like conditions as to quantity of reagent, size 
and shape of vessels, temperature, etc. 


Notes. 


1. The above method will detect 4 parts of formaldehyde in 1,000,- 
000 parts of solution. About 2} hours are required for the faint color- 
ation to develop. 

2. By noting the time required for the first ring or color to appear, 
an approximate idea may be obtained as to the quantity of formalde- 
hyde present. Using a standard solution of milk, containing a known 
amount of formaldehyde, a series of solutions was prepared and tested. 

1¥F, Bonnet, Jr., J. Am. Chem. Soc., 27, 601 (1905). 
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The time to the appearance of color was noted. The following results 
were obtained by Bonnet :? 


TABLE XXXVIII 


TEMPERATURE 20° C. 


Number ean Remarks 

1 Pure milk | No coloration after 3 hours. 

2 4: 100 Coloration appeared in a few minutes, which soon turned black. 
4: 1000 Coloration appeared in a few minutes. Upon standing it also 

turned black. 

+ 8 : 10,000 Good ring coloration after about 8 minutes. 

5 4 : 10,000 Good ring coloration after about 15 minutes. 

6 8: 100,000 | Fairly good ring coloration in about 45 minutes. 

7 4 : 1,000,000 | Fairly good ring coloration in about 1 hour. 

8 8 : 1,000,000 | Slight coloration throughout, in about 1$ hours. 

9 4: 1,000,000 | Slight coloration throughout, in about 2} hours. 


DETERMINATION OF FURFURAL BY. ORCINOL ' 


This method is based upon the blue color produced by heating a 
solution containing a small quantity of furfural to which has been 
added a dilute solution of orcinol containing acetic acid and concen- 
trated hydrochloric acid containing a little ferric chloride. By this 
method as little as 4 mg. of furfural per liter may be detected. 


Reagents. 


1. Ferri-hydrochloric acid reagent. Add about 60 mg. of ferric 
chloride, FeCls, to a liter of hydrochloric acid, sp. gr. 1.19. 

2. Orcinol-acetic acid solution. Dissolve 1 gram of orcinol in 
1600 cc. of pure acetic acid. . The acetic acid must, of course, be free 
from furfural. 

3. Standard furfural solution. Dissolve 1 gram of furfural in 10 
cc. of pure acetic acid, add distilled water sufficient to make a liter of 
solution, and then mix thoroughly. One cubic centimeter of this 
solution contains 1 mg. of furfural. The solution keeps well. 


2 Loc. cit. 
3P. Fleury and G. Poirot, J. pharm. chim., 26, 87 (1922); Bull. soc. chim. biol., 4, 
252 (1922). 
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For the standard comparison solution, dilute 10 cc. of the above 
solution with 1 cc. of pure acetic acid and water sufficient to make 100 
cc. Mix thoroughly. This solution contains 0.1 mg. furfural per 
cubic centimeter. 

Procedure.—Place 1 cc. of the dilute furfural solution (0.1 mg. 
furfural) in a test tube. In a second test tube put 1 cc. of the sample 
containing approximately 0.1 mg. of furfural. To each tube add 
simultaneously the following reagents: 4 cc. of the orcinol-acetic acid 
solution and 5 cc. of the ferri-hydrochloric acid reagent. Place the 
tubes in a water-bath, heat them for exactly 1 minute, remove the 
tubes and allow them to stand 30 minutes. The bluish-green color, 
at first produced, turns blue on standing and reaches a maximum inten- 
sity after 30 minutes. It remains unchanged for 30 to 40 minutes 
more and then fades. As soon as the solutions have stood 30 minutes, 
they are transferred to the colorimeter and matched. 


Notes. 


1. The amount of furfural in the sample taken for comparison 
should be such that the height of liquid in the tube containing the 
sample will not vary more than 20 per cent from the height of the liquid 
in the tube containing the standard. 

2. The following results obtained by Fleury and Poirot? illustrate 
the accuracy and precision of the method: 


MILLIGRAMS OF FURFURAL PER LITER 


Present Found 
110.0 110.13 
190.0 18832 
440.0 re 


— 


3. The method of dilution cannot be used. 
4. The orcinol-acetic acid solution and the standard furl solu- 


4 Loc. cit. 
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tion are quite stable. Solutions 6 months old were still satisfactory. 
(Fleury and Poirot, loc. cit.) 


DETERMINATION OF FURFURAL BY ANILINE 5 
Reagents. 


1. Hydrochloric acid, sp. gr. 1.125. 

2. Colorless aniline. Redistill ordinary dark-colored aniline. 
Keep in the dark. ; 

3. Furfural-free alcohol. Commercial 95 per cent alcohol redis- 
tilled over caustic soda or potash is practically free from furfural. 

4, Standard furfural solution. Dissolve 1 gram of redistilled fur- 
fural in 100 cc. of 95 per cent (by volume) alcohol. This solution 
keeps well. Standards are prepared by diluting 1 cc. of the strong solu- 
tion to 100 cc. with 50 per cent (by volume) alcohol. One cubic centi- 
meter of the dilute solution contains 0.1 mg. of furfural. 

Procedure.—A measured volume (10 or 15 cc.) of the sample con- 
taining a few tenths of a milligram of furfural is placed in a colorimeter 
tube, diluted to 50 cc. with 50 per cent (by volume) alcohol free from 
furfural, and the solution brought to 15° in a water-bath. Two cubic 
centimeters of ahiline and 0.5 cc. of hydrochloric acid, sp. gr. 1.125, 
are then added and the solution thoroughly mixed. After standing 
in the bath at 15° for 15 minutes the tube is removed and the color of 
the solution compared against standard furfural solutions similarly 
prepared. The standard which most nearly matches the color in the 
sample is used in the colorimeter. The intensity of the color is directly 
proportional to the amount of furfural present, so that calculation 
can be made directly from the colorimeter reading. 


Notes. 


1. The temperature must be carefully regulated since it greatly 
affects the reaction. The sample and standard solutions are com- 
pared at 15°, which should be the approximate temperature of the 
room. 

2. Hydrochloric acid was used by Tolman® instead of acetic acid 
because the acetic acid available gave a “ very decided color reaction, 
which interfered with the test.’”’ Acetic acid has been found by a 


51. M. Tolman, J. Am. Chem. Soc., 28, 1629 (1906). 
Loc, cit. 


422 FORMALDEHYDE AND FURFURAL _ 


number of observers to give a color reaction with Schiff’s reagent. 
Another advantage hydrochloric acid has over acetic acid is its more 
uniform quality—a necessity for comparable results. | } 

3. “In order to settle the question whether all the furfural will be 
found in the distillate and also whether there is any formation of fur- 
fural in distillation, the determination was made on a number of sam-_ 
ples of slightly colored and colorless spirits, in the original and in the 
distillate. The results on 120 samples gave an average of 23.4 mg. per 
liter on the original and 23.2 mg. per liter on the distillate. This 
shows that there is no loss or gain of furfural by distillation; it also 
_ shows that the method is reliable, as the same conditions held in these 
determinations as in the work on aldehydes.”’” 


\ 


7 Tolman, Joc. cit. 


CHAPTER XLII 


ORGANIC SUBSTANCES (MISCELLANEOUS) AND PENTOSE 


DETERMINATION OF ORGANIC SUBSTANCES BY POTASSIUM 
BICHROMATE-SULFURIC ACID 


METHOD OF HEIDENHAIN! 


A DILUTE solution of pure potassium bichromate in pure concen- 
trated sulfuric acid may be boiled for a long time with little or no decom- 
position of the chromic acid. If, however, organic matter is present 
the chromic acid is reduced, the organic matter being oxidized quanti- 
tatively or nearly so. The solution turns different shades of color 
ranging from a pure green (complete reduction of chromic acid) to pure 
orange (undecomposed chromic acid) with all shades of yellowish 
green to greenish yellow between these extremes. The method has 
been used successfully in the estimation of carbohydrates in the wash 

_ liquors from washing bone-black after its decolorizing power had been 
exhausted, for the estimation of glycerol in soap lyes, for the deter- 
mination of tartrate in baking powders, and for the estimation of alco- 
hol in vinegars. 

Preparation of the Colorimetric Standards.—The oxidation of 
organic substances by chromic acid in presence of sulfuric acid is only 
complete, or nearly so, when an excess of the chromic acid is employed. 
As this excess imparts to the solution a yellowish tint, we should exclude 
the purer green tints from our scale of colors if we always work with 
an excess of the chromate. As it happens, the tints in which the green 
predominates are more easily discerned than those in which the orange 

_ predominates. “In order not to lose this advantage and also to make 
the range of colors as wide as possible, Heidenhain sacrificed the fea- 
ture of the quantitative reaction in the preparation of the colorimetric 
standards, and based the scale of colors on purely empirical results. 

The color produced by equivalent quantities of the bichromate and a 

ubstance is called 100; the color produced by the same amount of 


1J. Ind, Eng. Chem., 11, 297 (1919). 
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bichromate and 90 per cent of the equivalent quantity of the substance 
is called 90; and so on to zero, the color of the pure undecomposed 
bichromate. 

Procedure.—Prepare a 0.2 N K2Cre0; solution by dissolving 9.8067 
grams in water and diluting to a liter. Further, prepare a 0.2 N solu- 
tion of the organic substance to be determined, calculating its quan- 
tity from the number of equivalents of oxygen required for the com- 
plete oxidation of the molecule. For instance, in the case of dextrose, 
CeHi20¢, 12 atoms of oxygen are required for complete oxidation. 


180 : : 
Therefore, Petr = 1.5 grams is the proper quantity to make 


22 eS 
1000 cc. of a 0.2 N solution. 

Select a number of glass-stoppered bottles of cylindrical shape and 
uniform diameter, and a capacity of about 100 cc. (4 oz. oil sample 
bottles answer fairly well. Rubber stoppers may be used if care is 
taken that the contents of the bottles do not come in contact with 
them later). Put 80 cc. of water into the bottles and see whether the 
water stands equally high in them. [If satisfactory in this respect, 

make a mark with the file to 

weed ee indicate the 80 cc. volume. 

waeg Select a 300 cc. flask with 

ws long and narrow neck and make 

a reflux condenser, by bending 

a glass tube into the shape 

shown in Fig. 53, to fit the 
neck of the flask. 

Now transfer into the flask 25 cc. of the 0.2 N bichromate solution 
and 25 cc. of the 0.2 N solution of the substance, mix, and add 30 cc. 
of conc. sulfuric acid in a small stream while the contents of the flask 
are rotated. By the addition of the acid the temperature of the liquid 
is raised close to the boiling-point. Put the flask without delay under © 
the reflux condenser, heat quickly to boiling, and keep at the boiling- 
point for exactly 5 minutes, regulating the flame so that the liquid boils 
up from time to time. Cool and transfer the liquid to one of the cylin- | 
drical bottles. Fill to the 80 cc. mark with water, mix, and put a label 
on the neck of the bottle with the mark 100 as the first standard in the 
scale of colors. 

Prepare the second standard by mixing 25 cc. of 0.2 N bichromate 
solution with 22.5 cc. of the 0.2 N solution of the substance and 2.5 cc 


Fic. 53. 
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of water, adding 30 cc. of sulfuric acid and proceeding further as 
described above. Mark this one 90. 


TABLE XXXIX 


0.2N 0.2 N 
Rate onc yee ponte ._ | Color Indicates that Substance 
Solution, Substance, Cubic Acid, Cubic | . etent dm Carcantra tice 
Cubic Cubic Centimeter | Centimeter | : oo ae 
Centimeters | Centimeters 
25 25.0 0.0 30 100% of 0.2 N 
25 22.5 2.5 30 90% of 0.2 N 
25 20.0 5.0 30 80% of 0.2 N 
25 17.5 7.5 30 70% of 0.2 N 
25 TSO) 10.0 30 60% of 0.2 N 
25 12.5 12.5 30 50% of 0.2N 
25 10.0 15.0 30 40% of 0.2 N 
25 7.9 70 30 30% of 0.2 N 
25 5.0 20.0 30 20% of 0.2 N 
25 2.5 22.5 30 10% of 0.2 N 
25 0.0 25.0 30 0% of 0.2 N 


Prepare the other standards by always using 25 cc. of 0.2 N 
bichromate solution and 30 cc. of sulfuric acid, but varying the volume 
of the 0.2 N solution of the substance and the water according to 
Table XX XIX. 


Notes. 


1. Standards prepared with substances which are completely or 
almost completely oxidized have been found to be stable for several 
months. 

2. The oxidimetric equivalents of a few substances of common 
occurrence are given in Table XL. . 

The method may also be used for substances, the oxidation of 

which does not lead to definite products. However, whether or not 
permanent standards may be obtained with such substances is a matter 

of experimentation. For such cases, Heidenhain recommends making 
comparisons with a set of permanent standards, the relative values 
of which are easily determined and tabulated for ready use. 
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TABLE XL 
[ 
1000 Ce. of a 
Substance 0.2 N Solution Produ of 
: Oxidation 
Contains, Grams 
Dextrosesis. tate ace 1.500 CO2,H,0 
Dextringaacenr cee eee 1.350 CO:2,H20 
Maltosenat : Sec 1.425 CO2,H20 
artaricracida. ase erner 3.000 CO:,H2,0 
Oxalic‘acid = eee reer 12.600 CO.,H:0 
Formic’acid iasneeeue eee 4.600 CO2,H,0 
Glycerol. v7 eereee eee 1.314 CO2,H,0 
Ethyalcoholieeeesn te 2.300 C2H4O2 


Acetic acid is not oxidized. 


3. Substances to be tested may be dissolved in alkalies, ammonia, 
sulfuric and acetic acids. Hydrochloric and nitric acids interfere 
with the determination. 

4, The above method may also be used for the approximate deter- 
mination of inorganic substances having reducing properties. For 
example, Heidenhain has recently used it to analyze lime-sulfur solu- 
tions.? The total reduction of the lime-sulfur solution agreed with 
the result obtained by the methods for the determination of sulfur in 
the different forms in which it is present in this preparation. In this 
determination, the method is slightly modified as follows: A larger 
excess of dichromate (about double the theoretical quantity) is used, 
together with an equal volume of sulfuric acid. To this mixture is 
added the diluted lime-sulfur solution, the tip of the pipette being held 
below the surface of the liquid. Heating for about half a minute com- 
pletes the oxidation of the sulfur. 


DETERMINATION OF PENTOSE IN FREE OR COMBINED FORM 


Upon steam distillation of a reaction mixture containing hydro- 
chloric acid of 12 to 20 per cent concentration, a complete hydrolysis 
of a pentose-containing substance is obtained and the furfural thus 
formed is transferred quantitatively, provided certain precautions 
are taken. (See Notes 1, 2 and 3.) When the furfural solution is 
mixed with aniline and acetic acid a red color is formed. This color 


2 Private communication from Mr. H. Heidenhain. 
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reaction will detect exceedingly small concentrations of furfural; and 
solutions that contain 0.00005 per cent or more of furfural can be 
quantitatively compared in a colorimeter. The method described 
below is that of Hoffman® and is based upon the methods of Pervier 
and Gortner* and of Youngburg and Pucher.® 


Reagents. 


1. Hydrochloric acid, 20 per cent. 

2. Glacial acetic acid. 

3. Sodium hydroxide, 10 per cent. 

4, Aniline. Use only freshly distilled aniline. 

5. Standard furfural solution. Prepare from furfural which has 
been repeatedly distilled under reduced pressure. Always make up 
with toluene-saturated water to prevent bacterial decomposition. 

Apparatus and Procedure.—The apparatus used for the conversion 
of pentose into furfural is the ordinary steam distillation device, except 
that the distilling flask has no rubber stoppers. Instead, the side arm 
of the flask is made quite long so as to serve as the inner tube of a con- 
denser, and has attached over it the jacket of a condenser. The tube 
that runs from the steam generator into the distilling flask is sealed 
by mercury with the flask. A 500 cc. distilling flask is most con- 
venient to hold the reaction mixture. The speed of the steam produc- 
tion may be minimized by using a small flask as a generator. Dis- 
tilled water containing potassium permanganate and sodium hydroxide 
is used as a source of steam. 

Steam distillation of furfural itself is complete within half an hour, 
but 3 hours are required for complete production of furfural from xylose 
and from ribose compounds, in order to convert the pentose into fur- 
fural. Fifty cubic centimeters of 20 per cent hydrochloric acid are 
used. 

The distillate is collected in a volumetric flask holding a littie more 
than the amount of liquid expected. The distillate is then titrated 
in this flask with 10 per cent sodium hydroxide from a burette until 
neutral to phenolphthalein. The solution is then diluted to the mark 
and thoroughly mixed. The standard solution equivalent to the 
amount of furfural distilled is placed in a flask of the same size and 

3 J. Biol. Chem., 73, 15 (1927). 


4Ind. Eng. Chem., 15, 1167 (1923). 
5 J. Biol. Chem., 61, 741 (1924). 
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treated with hydrochloric acid and sodium hydroxide until the solu- 
tion is neutral to phenolphthalein and the sodium hydroxide added 
equals the amount added to the unknown. This solution is also 
diluted to the mark and thoroughly mixed. The two solutions now 
contain the same concentration of sodium chloride and are exactly 
neutral to phenolphthalein. Six cubic centimeters of each solution 
are transferred to a test tube; each is treated with 0.5 cc. of aniline 
and 4.0 cc. of glacial acetic acid, allowed to stand for 10 to 15 minutes 
in the dark, and then compared in a colorimeter. 


Notes. 


1. The water used as the source of steam contains a little potas- 
sium permanganate and sodium hydroxide to prevent the distillation 
of chlorine or other volatile substances. 

2. Pervier and Gortner have shown that the amount of distillate 
is unimportant, a slow stream of steam being just as effective as a fast 
one. The temperature of the reaction mixture, however, is impor- 
tant. It should be kept, as Pervier and Gortner say, at 103-105°; 
for, at higher temperatures, decomposition may occur, and besides 
the hydrochloric acid is soon distilled out, and at lower temperatures 
the volume in the distilling flask increases, producing a diminution of 
the concentration of the hydrochloric acid and a consequently decreased 
speed of reaction. This constancy of temperature can be acquired 
with a little practice without the use of a thermometer, by regulating 
the size of the flame under the distilling flask. Good results are 
obtained if the volume is allowed to remain constant or to decrease 
very slowly. In 3 hours, under such conditions, the concentration of 
hydrochloric acid never gets below 12 per cent. 

3. Furfural must not come in contact with rubber stoppers. This 
condition is made conveniently possible by the use of a distilling flask 
with a mercury seal and with a long side arm serving as a condenser. 

4. Hoffman® has shown that the above method gives theoretical 
results in 3-hour distillations using 50 cc. of 20 per cent hydrochloric 
acid in the case of xylose, adenosine, guanosine, adenine, nucleotide, 
and guanidine nucleotide. Arabinose is only slowly converted into 
furfural, and the pyrimidine nucleotides are only very slowly hydro- 
lyzed. Yeast nucleic acid gives up a little more than half its pentose 
in 3 hours, as is to be expected. 


6 Loc. cit. 


CHAPTER XLIII 


PHENOL AND SALICYLIC ACID 


DETERMINATION OF PHENOLS BY THE FOLIN AND DENIS REAGENT 


MeEtTHOoD oF VorcE! 


Tuis method was developed by Vorce for the determination of 
minute amounts of phenols in polluted natural waters. 


Reagents. 


1. Citric acid, crystallized. 

2. Sodium hydroxide, solid. 

3. Sodium carbonate, saturated solution. 

4. Hydrogen peroxide, free of stabilizers containing a benzene 
nucleus. 

5. Folin and Denis phenol reagent.2 The phenol reagent is pre- 
pared as follows: To 750 cc. of distilled water add 100 grams of 
sodium tungstate, 18 grams of molybdenum trioxide, and 50 cc. of 85 
per cent phosphoric acid (H3PO,), and boil under the reflux condenser 
for 2 hours. Cool and dilute to 1 liter. The standard phenol solution 
contains 1 mg. of phenol to 1 cc. of solution and is preserved in a black, 
paper-covered, glass-stoppered bottle with the stopper kept sealed - 
with wax and the bottle kept away from light as much as possible. 
Thus preserved, the solution will keep at least 6 months without 
change of strength. 

Procedure.—(a) Preparation of Sample —Measure accurately 2 or 
3 liters of the sample into a flask, add 2 to 4 grams of solid caustic 
soda, and shake frequently until dissolved and the precipitated bases 

and coagulated albuminous matter have separated. Filter into a 
similar flask, and wash flask and filter once with water. To the filtrate 
_ in the second flask add 25 cc. of peroxide of hydrogen (H202), being 
1Ind. Eng. Chem., 17, 751 (1925). 
2 J. Biol. Chem., 12, 239 (1912). 
429 


430 PHENOL AND SALICYLIC ACID 


particular to use a kind stabilized with a compound that does not 
contain a benzene nucleus. Shake thoroughly and allow to stand 
overnight, uncorked, to allow as much as possible of the excess perox- 
ide to escape. Fit the flask with a rubber stopper carrying a con- 
stant-level delivery tube. Place at least 20 grams of solid sodium 
hydroxide in a 15 cm. nickel or porcelain evaporating dish, and if 1 
liter of the sample was taken support on a stand over a Bunsen burner. 
If 2 or more liters of the sample were taken, place the dish on a con- 
stant-level water-bath and run overnight. Support the inverted 
flask over the dish so that the level of the water in the dish will main- 
tain a nearly constant volume of not more than 200 cc. Adjust the 
burner (case of 1 liter sample) so that the contents of the dish are just 
below the boiling-point. When the flask is empty, rinse it and the 
delivery tube once or twice with water and continue evaporation 
until the contents of the dish do not exceed 200 cc. 

Transfer the concentrated solution to a long-necked, 750 cc. 
Kjeldahl flask, and chill in ice or cold tap water. Add to the flask, 
all at once, 45 grams of crystallized citric acid and, when dissolved, 
test with litmus paper to insure acidity. Fit the neck of the flask 
with a rubber stopper carrying a return-flow bulb trap with vapor 
outlet tube bent downward to fit the top of the vertical condenser, 
and a glass stopcock separatory funnel of 50 to 75 cc. capacity. Any 
form of condenser that will deliver the distillate thoroughly cold will 
suffice. If the projecting bottom end of the condenser tube is not 
long enough to reach the bottom of an ordinary 500 cc. volumetric 
flask, extend it with a rubber sleeve and glass tube. Connect the dis- 
tilling flask to the condenser and place below, on sufficient blocking, 
a 500 cc. volumetric flask receiver, first adding a few cubic centi- 
meters of water to seal the end of the condenser tube. Heat the dis- 
tillation flask by a direct flame and distill until about 125 cc. have 
passed over, when the contents of the distilling flask will be almost 
entirely sodium citrate dissolved in its crystal water. 

Lower the receiver until the tip of the condenser tube is again just 
sealed by the distillate, and without removing the burner introduce 
through a stopcock funnel 100 cc. of distilled water. Continue dis- 
tillation and repeat this procedure each time 100 cc. have distilled 
over until the receiving flask is nearly filled to mark. After allowing 
the distillate to reach room temperature, make up to 500 cc. with dis- 
tilled water and mix thoroughly. This solution now contains all but | 
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traces of the phenol in the sample originally measured into the reser- 
voir flask of the concentrating apparatus. 

(b) Color Comparison.—For the color comparison standards, some 
of the strong standard is diluted to a 10 p.p.m. solution for use in 
making up the color standard tubes; this 10 p.p.m. solution should 
be freshly prepared each time as it does not keep well. Vorce uses 50 
cc. Nessler tubes for the comparison, and in making the color stand- 
ards, in 50 cc. tubes, 1 cc. of the Folin and Denis phenol reagent should 
be added for each 1 p.p.m. of phenol in the standard, and followed by 
5 cc. of saturated sodium carbonate solution. At least an hour is 
required for full development of color in tubes of less than 4 p.p.m. 
of phenol, and with more than 4 p.p.m. of phenol the sample must be 
diluted for comparison. Tubes are best viewed from the side against a 
white background, by reflected light. When the color standards have 
fully developed, the sample tube, prepared at the same time as the 
standards, is compared with them and the indicated content noted. 
If this indicated content of phenol in parts per million varies from the 
number of cubic centimeters of phenol reagent used in preparing the 
sample tube, make up two more tubes of the sample distillate, using 
in one as many cubic centimeters of phenol reagent as the parts per 
million of phenol indicated by the trial tube, and in the other, 0.5 
cc. more than the indication. These two tubes will almost always give 
so nearly the same color that they cannot be distinguished from each 
other. If either should be visibly darker, compare the darker one 
with the color standards and take the reading as the phenol content 
of the distillate. Calculation to original sample is obvious. 


DETERMINATION OF PHENOL BY MILLON’S REAGENT 


This method depends upon the yellow to red coloration produced 
by the addition of Millon’s reagent to a solution of phenol containing 
nitric acid. 3 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Millon’s reagent. Dissolve 400 grams (30 cc.) of mercury in 
570 cc. of nitric acid, sp. gr. 1.42, and dilute the solution with two vol- 
umes of water. 


3H. Bach, Z. anal. Chem., 50, 736 (1911). 


432 PHENOL AND SALICYLIC ACID 


3. Phenol. Prepare a water solution of pure phenol containing 
0.1 mg. of phenol per cubic centimeter. 

Procedure.—Place 10 cc. of the test solution (containing between 
0.3 and 1.5 mg. of phenol) in a comparison cylinder of narrow-bore 
(1 cm. diam.), add 0.2 cc. of Millon’s reagent and 3 drops (0.1 cc.) of 
nitric acid, sp. gr. 1.42, and heat in a hot water-bath almost to boiling. 
Allow the solution to stand 2 hours and match its color against a 
standard solution prepared similarly and along with the test solution. 


Notes. 


1. By heating the solutions to the boiling-point the color is ren- 
dered sufficiently stable for colorimetric comparison. 

2. If the color of the treated test solution is pale yellow to bright 
rose, the phenol content is between 0.2 and 0.7 mg. A bright rose to 
red indicates 0.8 to 1.8 mg. of phenol, and red to deep red indicates 
1.8 to 3 mg. of phenol. 

3. Best results are obtained when the phenol concentration: is 
between 30 and 150 mg. per liter. If the sample gives only a very pale 
yellow color upon treatment, take a 100 cc. portion of it, acidify with 
5 cc. of cone. nitric acid, distill over 20 cc., and use 10 cc. of the dis- 
tillate for the test. 


DETERMINATION OF SALICYLIC ACID BY IRON ALUM 


This method is adapted to the estimation of salicylic acid in food. 


Reagents. 


1. Sulfuric acid, 6 N. 

2. Sodium hydroxide, 6 N. 

3. Ether. : 

4, Iron alum, 1 per cent. Add a drop or two of sulfuric acid per 
~ each 100 cc. of solution. 

Procedure.—The salicylic acid is extracted with ether and the 
ethereal solution in turn shaken with two successive portions of water 
containing a few drops of sodium hydroxide solution. Carefully neu- 
tralize the aqueous extract and dilute to 250 cc. Place an aliquot vol- 
ume in a colorimeter tube or a Nessler cylinder, add 1 or 2 cc. of 1 per 
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cent iron alum solution, mix, and compare the color with that given 
by a known quantity of salicylic acid similarly treated. 

Note.—According to Harvey,* 1 part of salicylic acid in 3,000,000 
parts of water can be detected. 


DETERMINATION OF SALICYLIC ACID BY FEHLING’S SOLUTION 5 


This determination is similar to the salicyclic acid method for the 
determination of copper, which see. The sample is treated with 
Fehling’s solution and matched against a series of standards prepared 
at the same time. 


Reagents. 


1. Acetic acid, 10 per cent. 

2. Potassium nitrate, 2 per cent. 

3. Fehling’s solution. Solution A.—Dissolve 34.64 grams of pure 
copper sulfate, CuSO4-5H20, in 500 cc. of water. Solution B.—Dis- 
solve 60 grams of sodium hydroxide and 173 grams of Rochelle salt 
(sodium potassium tartrate, NaKC4H140¢-4H20) in 500 cc. of water. 
Mix equal volumes of Solutions A and B and use at once. 

4, Standard salicylic acid solution. Dissolve 0.1000 gram of pure 
salicylic acid, or 0.1159 gram of pure sodium salicylate, in water and 
dilute to a liter. Thoroughly mix. One cubic centimeter of the solu- 
tion contains 0.1 mg. of salicylic acid. 

Procedure.—The sample should be adjusted to contain between 
0.01 and 0.1 mg. of salicylic acid. It is concentrated to 2 or 3 cc. and 
placed in a small test tube. At the same time have ready a series 
of similar test tubes containing 0, 0.2, 0.4, 0.6, 0.8, and 1.0 cc. of the 
standard solution. Add to the sample tube, and to each tube of 
standard, 2 cc. of a solution of 1 part of Fehling’s solution to 10 parts 
of water, 5 drops of the potassium nitrate solution, 5 drops of the 
acetic acid solution, and water sufficient to bring the volume up to 
approximately 5 cc. The volume of the solutions must be the same. 
The tubes are now placed in boiling water, heated for 45 minutes, and 
then compared. The comparison must be direct. The method of 
dilution is not satisfactory. 

4Analyst, 28, 2 (1903). 

5 F, Schott, Z. Nahr. Genussm., 22, 727 (1911). 
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Notes. 


1. Sucrose, glucose, lactose, invert sugar, and traces of iron do not 
interfere with the analysis, but free mineral acids, tartaric and citric 
acids, and large amounts of iron do. 

2. Fehling’s Solutions A and B keep perfectly unmixed, but must 
be used at once after they are mixed. 

3. The presence of 0.001 mg. of salicylic acid per cubic centimeter 
can be detected ina 10 cc. sample. Smaller amounts may be detected 
and estimated by suitable concentration. 


CHAPTER XLIV 


TANNIN AND THIOPHEN 


DETERMINATION OF TANNIN 1 


Tuis method is based upon the violet color produced when ferrous 
sulfate reacts with gallotannin in the presence of tartaric acid. 


Reagents. 


1. Ferrous sulfate reagent. Dissolve 1 gram of ferrous ammonium 
sulfate, FeSO4-7H2O, and 5 grams of Rochelle salt in 20 cc. of water. 
Prepare fresh as needed. 

2. Standard solution. Use either pure pyrogallol or pure gallic 
acid, preferably the latter. A suitable standard contains 0.1 gram of 
the pure substance per 100 cc. of water. 

Procedure.—Place 1 cc. of the standard solution and a measured 
volume of the tannin solution in Nessler tubes, add to each 2 cc. of 
the ferrous sulfate reagent, dilute to the 100 cc. mark, mix, and com- 
pare the colors both vertically and horizontally. If both colors are too 
dark, take 50 cc. of each and again compare. -Pipette out the darker 
solution until its color matches the weaker when viewed vertically. 
Then dilute each solution to 100 cc., mix, and again compare. 


Notes. 


1. The color produced in the above procedure is so stable that the 
process of dilution and comparison may be repeated several times 
without recharging the tubes. If very little tannin is present in the 
unknown solution, it is best to repeat the determination, using a smaller 
amount of standard. 

2. The colorimetric ratio varies with different tannins because the 
gallotannin content varies. For example, tannin from sumac does not 
appear to contain any gallotannin and, hence, the colorimetric method 
fails. 

1, A. Mitchell, Analyst, 48, 2 (1923). 
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DETERMINATION OF THIOPHEN IN CRUDE BENZENE * 


The method is based upon the green coloration produced Peifen ben- 
zene containing thiophen is mixed with a sulfuric acid solution of isatin. 
It is applicable to benzenes containing 0.05 per cent or more of thio- 

HC (Gin! 
phen, | | = | 
H 


CH. 
NY 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 
2. Isatin-sulfuric acid. Dissolve 0.5 gram of isatin in 1000 grams 
of sulfuric acid, sp. gr. 1.84. 
Procedure.—Add 1 cc. of the benzene sample to a mixture or 25 cc. 
of sulfuric acid and 25 cc. of isatin-sulfuric acid, thoroughly shake, 
and compare the color with that obtained with pure benzene to which 
has been added a definite amount of thiophen. a 


! 


2 C, Schwalbe, Chem. Ztg., 29, 895 (1905). a 
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‘CHAPTER XLV 


VANILLIN 


DETERMINATION OF VANILLIN 
MetTHOD oF FOLIN AND DEnts! 


Tuis method is based upon the deep blue color obtained when 
vanillin in acid solution is treated with a phosphotungstic-phospho- 
molybdic reagent and then sodium carbonate added in excess. Other 
mono-, di-, and tri-hydric phenol compounds give similar reactions. 

The method is short and accurate and requires only 2.5 cc. of extract 
for from two to four duplicate determinations. 


Reagents. 


1. Sodium carbonate. Use a saturated solution. 

2. Lead acetate. Prepare a solution containing 5 per cent basic 
and 5 per cent neutral lead acetate. 

3. Phosphotungstic-phosphomolybdic acid reagent. Add 100 
grams of syrupy phosphoric acid (containing 85 per cent H3PO4) and 
700 cc. of water to 100 grams of pure sodium tungstate and 20 grams of 
phosphomolybdic acid (free from nitrates and ammonium salts), boil 
for about 2 hours, cool, filter if necessary, and make up to a liter with 
water. 

An equivalent amount of pure molybdic acid may be substituted 
for the phosphomolybdic acid. 

4, Standard vanillin solution. Dissolve 2.0000 grams of vanillin 
in 200 cc. of 95 per cent alcohol, dilute to a liter, and thoroughly mix. 
Dilute 10 cc. of this solution to 200 cc. as needed. Ten cubic centi- 
meters of this solution contain 1 mg. of vanillin. 

The strong solution will keep for at least 2 months, but the weaker 


10, Folin and W. Denis, J. Ind. Eng. Chem., 4, 670 (1912). 
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solution increases, on standing, in its power to produce a blue color 
when treated with the reagent.” 

Procedure.—Place 5 cc. of the vanilla extract in a 100 cc. volu- 
metric flask, add about 75 cc. of cold tap water and 4 cc. of the lead 
acetate solution. Dilute to the mark with water and rapidly filter 
through a folded filter paper. Transfer by means of a pipette 5 cc. of 
the filtrate to a 50 cc. volumetric flask. In another 50 cc. volumetric 
flask place 5 cc. of the standard vanillin solution. Add to each flask 
5 cc. of the phosphotungstic-phosphomolybdic reagent, allowing the 
reagent to run down the neck of the flasks so as to wash down any 
adhering vanillin. Shake the flasks, allow the solutions to stand for 5 
minutes, and then dilute to the mark with saturated sodium carbonate 
solution. Mix thoroughly the contents in each flask and allow to 
stand 10 minutes. At the end of this ‘time the sodium phosphate 
will have completely precipitated. Then filter rapidly through a 
folded filter paper and compare the resulting deep blue solutions in a 
colorimeter. 

If a Duboscq colorimeter is used, “ the standard solution is best 
placed at 20 mm. as experiment has shown that the color produced 
by the amount of vanillin contained therein (1 mg. in 100 cc.) is most 
accurately and easily read at this point.’’? 


Notes. 


1. No solution should be used for the colorimetric comparison, 
which is not perfectly clear after filtration. A slight cloudiness of the 
solution to be read will cut off more light than the standard and, hence, 
will give a reading too low, with correspondingly high result. 

2. Vanillin, even in fairly dilute solution, is precipitated by basic 
lead acetate, but in the very high dilutions employed in the above 
procedure no precipitation occurs. 

3. Coumarin, extract of tonka bean, and acetanilid do not give a 
color reaction with the phosphotungstic-phosphomolybdate reagent, 
and the presence of sugar, caramel, or glycerin does not in any way 
interfere with or alter the color formation. 

4. The table below will give an idea of the agreement between 
results obtained by the “ official method ” and those by the colorimet- 
ric method. The data are taken from Folin and Denis.* The figures 


20, E. Harder, J. Ind. Eng. Chem., 5, 619 (1913). 
3 Folin and Denis, loc. cit. 
4 Loc. cit. 
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for the official method were obtained in part by Dr. A. L. Winton and 
in part by Dr. R. S. Hiltner. 


TABLE XLI 
Percentage Vanillin by 
Number Prepare from : 
Official Colorimetric 
method method 
i Mexican beans, 60 per cent alcohol and glycerin. . 0.20 0.20 
Il Bourbon beans, 60 per cent alcohol and sugar 
le ec icriaiclae a doninigin sin, fee 3 0.19 0.19 
III * | Mexican and Tahiti beans and maple syrup, prune 
juice, synthetic vanillin and caramel........... 0.18 0.17 
IV + | 25 per cent tonka extract, 75 per cent prune juice, 
0.15 per cent vanillin and caramel coloring. .... 0.15 0.16 


HAS UL SaB. extract. 
+ An entirely artificial extract. 


Metuop oF ESTES 


When mercuric nitrate in nitric acid solution is added to a solu- 
tion containing vanillin, a violet to violet-red color is produced. The 
intensity of the color is directly proportional to the amount of vanillin 
present. The reaction seems to be characteristic of vanillin and mer- 
curic nitrate (see Note 1) and gives a rapid and accurate method for 

-the estimation of vanillin in extracts. 


Reagents. 


1. Mercuric nitrate reagent. Dissolve metallic mercury in twice 
its own weight of concentrated nitric acid, sp. gr. 1.42, and then 
dilute with 25 times its weight of water. These proportions may 
be varied somewhat, but it is necessary to have a slight excess of 
nitric acid and the mercury must be in the higher state of oxidation. 

2. Standard vanillin solution. Dissolve 1.0000 gram of the purest 
vanillin in water and dilute to 100 cc. Thoroughly mix. One cubic 

centimeter of the solution contains 10 mg. of vanillin. 


ALCOHOLIC EXTRACTS 


Procedure.—Place 5 cc. of the vanilla extract in a 50 cc. volu- 
metric flask and add 6 cc. of water and 1.5 cc. of the mercuric nitrate 
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reagent. At the same time place 5 cc. of the standard vanillin solu- 
tion, 0.5 cc. of the mercuric nitrate reagent and 6 cc. of water in 
another 50 cc. flask. Set the two flasks in boiling water and heat for 
20 minutes. Then remove the flasks, rapidly cool the solutions to 
room temperature, dilute to the mark, and filter. Compare the solu- 
tions in a colorimeter. 


NON-ALCOHOLIC EXTRACTS 


Procedure.—The procedure is the same as that for alcoholic 
extracts, except that 1.0 cc. of the mercuric nitrate reagent is used 
instead of 1.5 cc. The standard is prepared exactly as directed above 
for alcoholic extracts. 


Notes. 


1. “ This color reaction seems to be characteristic only of vanillin 
and the acid nitrate of mercury, as acid nitrates of many other metals 
were prepared in the same way as that of mercury, but in every case 
they failed to develop a color; also many other organic compounds 
containing a hydroxyl group and an aldehyde group have been sub- 
stituted for vanillin in the reaction, but so far no color reaction was 
found which resembled that of vanillin. Some other organic com- 
pounds were found which gave a color reaction with the acid nitrate ” 
of mercury reagent; however, the colors produced could never be mis- 
taken for that produced by vanillin.” ® 

2. Since the mercuric nitrate reagent, when added to a vanilla 
extract, causes a precipitation of the resins, coloring matter, etc., it is 
necessary to add a sufficient quantity of the reagent so as to have an 
excess to react with the vanillin. 

3. The solution is heated after adding the reagent in order to 
hasten the formation of the maximum intensity of color. The color is 
produced only slowly at room temperature. 

4, The results recorded in the following table were obtained by 
Estes® and represent single determinations, both by the gravimetric 


5 C, Estes, J. Ind. Eng. Chem., 9, 142 (1917). 
6 Loc, cit. 
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and colorimetric methods. They represent all the results obtained 
and not selected results from a larger number of analyses. 


Extracts, Per Cent Vanillin 


Alcoholic Non-alcoholic 


Sample | Sample | Sample | Sample | Sample | Sample 
Noma iINo. 2) (No.3) |) Nov4 |) Nows || Nos6 


Gravimetric method......... 0.26 0.26 0.14 0.11 0.80 0.29 
Colorimetric method. ........ 0.24 0.26 0.14 0.08 ORT 7 0.22 


4 


PART IV 


BIOLOGICAL 


CHAPTER XLVI 


BLOOD ANALYSIS 


NON-PROTEIN NITROGEN, UREA, CREATININE, CREATINE, 
URIC ACID, AND AMINO-ACID NITROGEN 


In the preceding chapters several procedures have been given for 
the determination of certain constituents in biological material 
(blood, urine, etc.). In addition to these determinations there are a 
number of others which should be treated in a work of the present 

scope. The procedures in Chapters XLVI and XLVII deal with the 
colorimetric analysis of the more commonly determined constituents 
in blood; those in Chapters XLVIII and XLIX are for urine analysis. 
In each case a discussion of the principles involved is given. 

Method of Drawing Blood for Analysis.—Draw a tourniquet of 
soft, firm rubber tubing (or a strip of bandage) tightly around the arm 
of the patient about 2 ins. above the elbow, the patient keeping the 
fist firmly clenched. Wash the parts about the most prominent vein 
(usually the median basilic) with alcohol, hold the vein firmly with the 
thumb, and insert into the vein a sterile hypodermic needle at an 
angle of about 50° with the surface of the arm, keeping the opening of 
the needle downward or to the side. Allow the blood to run into a 
test tube which has its inner wall covered with a film of sodium oxalate. 
(See Note 4.) The blood dissolves sufficient of the oxalate to prevent 
clotting. Centrifuge to obtain the plasma. 


Notes. 


1. A No. 18 needle 13 ins. long is suitable. 
| 2. It is best to take the blood specimens in the morning before 
breakfast, to minimize the influence of food ingestion. 
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3. Keep all specimens in an ice box till ready for use. It is prefer- 
able to make the analysis the day a specimen is drawn, especially for 
sugar, since this decreases in amount on standing. However, Denis! 
has shown that blood may be preserved for 4 days or longer at 20 to 33° 
C. by adding a drop of 40 per cent formalin to each 5 cc. Denis and 
Bevon2 recommend fluorides as a blood preservative, while Sander? 
and also John #4 recommend a mixture of sodium fluoride and thymol. 
Care must be taken in the selection of a preservative since they all 
interfere with certain methods. 

4. Test tubes may be conveniently coated inside with sodium 
oxalate by placing in each tube 3 cc. of a hot saturated solution of 
sodium oxalate and then laying them flat on a hot-plate. The evap- 
orating solution spatters and, upon drying, leaves a coating of oxalate 
on the walls of the tubes. 


PREPARATION OF PROTEIN-FREE BLOOD FILTRATE 


The total protein content of the blood is removed by precipitation 
with tungstic acid and filtration. The tungstic acid is formed by. the 
interaction of sodium tungstate and sulfuric acid. 


Reagents. 


1. Sulfuric acid, 3. N. Dilute 35 grams of sulfuric acid, sp. gr. 1.84, 
to a liter, mix, and check by titration against a standard NaOH solu- 
tion. (See Note 4.) 

2. Sulfuric acid, zz N. This solution is needed only in case the 
Haden modified method is to be used. It may be prepared by adding 
2.5 cc. of conc. HeSOu, sp. gr. 1.84, to 1 liter of distilled water, thor- 
oughly mixing and checking by titration against a standard NaOH 
solution. * 

3. Sodium tungstate, 10 per cent. Use NazWO.-:2H20, taking 
care that it does not contain too much sodium carbonate. 

Procedure.—Twenty milligrams of sodium or potassium oxalate 
per 10 cc. of blood should have been used in order to prevent coagula- 
tion. Larger amounts of oxalate or the use of citrate interferes with 
the deproteinization and to some extent with the uric acid determina- 

1 J. Biol. Chem., 44, 203 (1920). 
2J. Lab. Clin. Med., 9, 674 (1924). 


3 J. Biol. Chem., 58, 1 (1923), 
4Arch, Path, Lab, Med., 1, 227 (1926). 
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tion. Where uric acid is to be determined, Folin recommends that 
lithium oxalate be used instead of poassium oxalate. 

An accurately measured quantity (5 to 15 cc.) of the oxalated blood 
is placed in a flask having a capacity about twenty times that of the 
volume of sample taken. The blood is then laked with 7 volumes of 
water, 1 volume of a 10 per cent solution of sodium tungstate is added 
and the solution mixed. From a burette or graduated pipette one vol- 
ume of 2/3 N sulfuric acid is added, drop by drop and with constant 
stirring, and the flask, with a rubber stopper inserted, is shaken. If the 
conditions are satisfactory the shaking causes few, if any, air bubbles 
toform. The mixture is allowed to stand 5 minutes (10 to 20 minutes 
in case uric acid is to be determined). The coagulum gradually 
changes in color from bright red to dark brown. Failure to undergo 
this color change indicates incomplete coagulation and is usually due 
to the presence of too much oxalate. Should this occur the sample 
may be saved by adding 10 per cent sulfuric acid, one drop at a time, 
and shaking vigorously after each drop, until there is practically no 
foaming and the dark brown color has appeared. 

The mixture is poured on a filter large enough to hold it all, care 
being taken to add the first few cubic centimeters to the double por- 
tion of the filter paper and allowing the whole filter to become wet 
before adding the remainder of the mixture. The funnel is covered 
with a watch-glass and the filtration continued. By this procedure 
the first portion of the filtrate should be as clear as water, otherwise a 
refiltering may be required. 

Haden ® has introduced an improved method for preparing protein- 
free filtrates. In this method fewer solutions are required, filtration 
is more rapid, and a larger and more nearly neutral filtrate is obtained. 
The modified procedure consists in mixing 7 volumes of water with the 
sulfuric acid, making 8 volumes of 7's N H2SO« to be used. The 8 
volumes of yz N H2SOuz are added directly to the blood. Laking and 
darkening take place very rapidly. Then 1 volume of 10 per cent 
sodium tungstate is added and the whole thoroughly mixed and fil- 
tered as directed above. 


Notes. 


1. The graduated pipette (Fig. 54) of Folin and Wu® is very con- 


5 J. Biol. Chem., 56, 469 (1923). 
6 J. Biol. Chem., 38, 85 (1919). 


446 BLOOD ANALYSIS 


venient for measuring the blood, the sodium tungstate solution, and 
the sulfuric acid. 

2. If the protein-free blood filtrates are to be kept for more than 
2 days, some preservative (a few drops of toluene or xylene) should 

be added, since the acidity of the filtrates is not high 
enough to prevent bacterial decomposition. 

3. For optimum precipitation of protein, the pH 
of the filtrate should not be greater than 2.8. This 
pH may be conveniently determined by adding a drop 
of 0.04 per cent bromphenol blue to a few drops of 

15 the filtrate on a test plate. A yellow or greenish yellow 
14 color should be obtained, alkalinity being indicated by 
a pure blue shade. 

4. The 2/3 N H2SOxz is intended to be equivalent, 
to the sodium content of the tungstate. When equal 
volumes of acid and tungstate solution are mixed, prac- 
tically all of the tungstic acid is set free, leaving only 
a little sulfuric acid. The tungstic acid is taken up 
almost quantitatively by the proteins and leaves the 
blood filtrate only slightly acid to Congo red paper. 

5. In case plasma is used, only half quantities of 
sodium tungstate and sulfuric acid solutions should be 
added, the balance being made up with distilled water. 


DETERMINATION OF NON-PROTEIN NITROGEN 


This determination is made on a protein-free blood 

filtrate which is digested with a sulfuric acid-phosphoric 

Fic. 54.—Folin acid-copper sulfate mixture. The exact course of the 

Aieel feat reactions’ taking place during the digestion cannot be 

38, ‘ iain traced, but the acids hydrolyze the NHo2-groups to 

give ammonia, and also act as an oxidizing agent, con- 

verting the organic matter into carbon dioxide, water, or other vola- 

tile products. The ammonia combines at once with the acids to 

form ammonium acid salts. The reactions taking place may be 
illustrated by the following equations: 


CO(NH2)2 + H20 + 2H2SO4 — 2NH4HSO4 + COz, 
CgH1905 — 6C + 5H20, : 
C + 2HeSO4 — 2H2O + CO2 + 2S0rc. 
7J.H. Yoe, Ann. chim. anal. chim. appl. [2], 7, 197 (1925). 
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The copper sulfate gives up oxygen more readily to the organic 
matter than the acids do; but the acids then reoxidize the copper so 
that at the end of the operation the copper is still present as copper 
sulfate. In other words, the copper salt acts catalytically as an oxygen 
carrier. Koch and McMeekin use sulfuric acid and hydrogen peroxide 
in the digestion. ® 


Reagents. 


1. Sulfuric-phosphoric acid reagent. Add 300 cc. of 85 per cent 
phosphoric acid to 50 cc. of a 5 per cent copper sulfate solution, mix, 
add 100 cc. of sulfuric acid, sp. gr. 1.84, and mix. The acid must be 
ammonia-free. Keep the solution well stoppered and_ protected 
from ammonia in the air. Dilute with an equal volume of water before 
using. 

2. Nessler’s reagent. (a) Preparation according to Folin and Wu.— 
This reagent is an alkaline solution of the double iodide of mercury 
and potassium, HgI2:2KI. Put 150 grams of potassium iodide and 
110 grams of iodine in a 500 cc. Florence flask, add 100 cc. of water 
- and an excess of metallic mercury (140-150 grams). Shake the mix- 
ture vigorously and continuously for 7 to 15 minutes or until the dis- 
solved iodine has about disappeared. The solution becomes quite 
warm. As soon as the reddish iodine solution begins to turn pale, 
though still red, cool under the water tap and continue shaking until 
the reddish iodine color has been replaced by the greenish color of the 
double iodide. The entire operation usually does not require more 
than 15 minutes. Decant the solution, wash the mercury and flask 
thoroughly with distilled water, dilute the solution and washings to 2 
liters, and mix. 

If the cooling was started in time the reagent will be sufficiently 
clear for diluting at once with 10 per cent alkali and water and the 
final solution can be used immediately for Nesslerization. From this 
stock solution prepare the final reagent as follows: Put 3500 cc. of 10 
per cent sodium hydroxide solution in a 5-liter flask and add 750 cc. of 
the stock solution of the double iodide and 750 cc. of distilled water, 
thus making a total of 5 liters of solution. Mix the solution thor- 
oughly. 

The 10 per cent sodium hydroxide solution should be made from a 
saturated solution (about 55 grams NaOH per 100 cc.) which has stood 


8 J. Am. Chem. Soc., 46, 2066 (1924). 
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until the carbonate has settled, the clear solution being carefully 
decanted or siphoned and used. ‘This solution should be accurate 
to within at least 5 per cent as indicated by checking against a standard 
acid. 

The alkalinity of the Nessler reagent is important and should be 
checked against a standard acid. Twenty cubic centimeters of N HCl 
should require 11 to 11.5 cc. of the reagent. 

(b) Preparation according to Bock and Benedict. Put 100 grams of 
mercuric iodide and 70 grams of potassium iodide in a liter flask, add 
about 400 cc. of water, and rotate the flask until solution is complete. 
Next dissolve 100 grams of sodium hydroxide in about 500 cc. of water, 
cool thorcughly, and add with constant shaking, to the solution in the 
flask, finally making up to a liter and mixing. Let the solution stand 
until the small amount of brownish red precipitate settles, decant or 
siphon off the clear supernatant liquid and use. 

(c) The modified Nessler-Folin Reagent; for Method B.—Dissolve 
22.5 grams of iodine in 20 cc. of water containing 30 grams of potas- 
sium iodide and then add 30 grams of pure mercury. Shake the mix- 
ture well, keeping it from becoming hot by holding the vessel under 
running tap water from time to time. As soon as the supernatant 
liquid has lost all of the yellow color due to iodine, decant and test a 
a small portion by adding a few drops of the liquid to 1 cc. of a 1 per 
cent starch solution. A positive test for iodine shows that mercurous 
compounds are absent. Should a positive test not be obtained, then 
add iodine solution (of the same concentration as used above), a few 
drops at a time, until a faint excess of free iodine is present as indicated 
by testing a small portion with starch solution. Next dilute to 200 cc. 
and thoroughly mix. Add this solution to 975 cc. of an accurately 
prepared 10 per cent solution of sodium hydroxide, mix thoroughly, 
and let stand until clear. 

This solution is used in the proportion of 10 cc. per 100 cc. of the 
solution to be Nesslerized, except in special cases where a large excess 
of acid is present, e.g., the direct Nesslerization methods. In these 
methods, the reagent should be added in an amount which will give 
the same alkalinity in the unknown as in the standard. 

3. Sulfuric acid, 1: 1; for method B. 

4. Hydrogen peroxide, 30 per cent; for Method B. Use Merck’s 
Superoxal or Kahlbaum’s ak Keep the solution in a cool “ae 
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with a pipette since the vapors are very irritating to the mucous mem- 
brane, and do not allow the liquid to come in contact with the skin. 
The peroxide may contain an appreciable quantity of nitrogen, in 
which case a “ blank ” determination must be made and the correction 
applied to the result obtained with an unknown. 


Metuop A 


Place 5 cc. of the blood filtrate in a large Pyrex test tube (25 mm. 
xX 200 mm.), preferably graduated at 35 cc. and 50 cc. The test tube 
should either be dry or rinsed with alcohol so as to reduce the danger 
of bumping. Drop a quartz pebble into the test tube, add 1 cc. of the 
diluted sulfuric-phosphoric acid reagent, or 3 cc. of the undiluted, and 
boil vigorously over a micro-burner till dense white fumes begin to fill 
the tube. Three to 7 minutes will be required. As soon as the fumes 
almost fill the tube, lower the flame till the solution just boils, cover 
the tube with a small watch-glass, and continue gentle heating for 2 
minutes, counting from the moment the tube became filled with fumes. 

Should the oxidation be incomplete at the end of 2 minutes, continue 
gentle heating until the solution is almost colorless. Usually 20 to 40 
seconds are required for the solution to become colorless. Remove the 
flame at the end of 2 minutes, allow the solution to cool for 70 to 90 
seconds, add 15 to 25 cc. of water, cocl to about room temperature, and 
dilute to the 35 cc. mark with water. (See Note 1.) Now add 15 cc. 
of Nessler’s reagent, stopper with a clean rubber stopper, and mix. 
In case the solution is turbid, centrifuge before Nesslerizing and 
matching it against the standard. 

A standard containing 0.3 mg. of nitrogen is generally employed. 
Transfer to a 100 cc. graduated flask 3 ce. of a standard ammonium 
sulfate solution made by dissolving 0.4716 gram of specially purified 
ammonium sulfate in 1 liter of ammonia-free distilled water. (See 

Note 2.) This solution contains 0.1 mg. of N per cubic centimeter. 
Next add 2 cc. of the diluted sulfuric-phosphoric acid reagent, dilute 

_ to about 60 cc., add 30 cc. of Nessler’s reagent, dilute to the mark, and 

thoroughly mix. The standard and sample solutions should be | 

_ Nesslerized simultaneously. 

1 Calculation —The unknown or sample solution may be set at 20 
mm. Then the colorimeter reading multiplied by 0.3 and divided by 
20 gives the non-protein nitrogen in 1 cc. of blood, since 0.5 cc. (the 
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amount of blood represented in 5 cc. of the blood filtrate), Nesslerized 
at a volume of 50 cc., is equivalent to 1 cc. Nesslerized at a volume of 
100 cc. Dividing the reading by 20 and multiplying by 30 (0.3 times 
100) gives the non-protein nitrogen per 100 cc. of blood. 

To eliminate calculation, set the unknown at 30mm. The colorim- 
eter reading of the standard equals the number of milligrams of non- 
protein N per 100 cc. of blood. 


Meruop B: PROCEDURE OF KocH AND McMEEKIN? 


Place 5 cc. of the blood filtrate in a large Pyrex test tube (25 mm. 
200 mm.), add 1 cc. of sulfuric acid (1 : 1), evaporate off the water on 
a sand-bath or by heating gently over a free flame with shaking. 
Finally heat over a micro-burner till dense white fumes are given off, 
add 1 to 3 drops of 30 per cent hydrogen peroxide and again heat to 
boiling. Should the solution discolor, repeat the addition of hydrogen 
peroxide and then boil gently for 5 minutes. Cool the solution, trans- 
fer it quantitatively to a 50 cc. volumetric flask with about 35 cc. of 
water, and then add with shaking 12 cc. of the modified Nessler-Folin 
reagent. Dilute to the mark and thoroughly mix. A test tube grad- 
uated at 35 cc. and 50 cc. may be used as in Method A. Prepare a 
standard solution containing 0.1 to 0.3 mg. of N by adding 1 cc. ef 
1:1 sulfuric acid to a measured quantity of a standard ammonium 
sulfate solution diluted to 35 cc. and Nesslerized as directed above. 
After unknown and standard have stood 5 to 20 minutes, they are com- 
pared in a colorimeter. The calculation is the same as in Method A. 
If the hydrogen peroxide contains nitrogen, a correction for it must be 
made. 


Notes. 


1. McCrackan, Passamaneck and Harman!° recommend distille- 
tion with sodium hydroxide preliminary to Nesslerization, and describe 
an apparatus for the process. (Fig. 68, p. 501.) — 

2. Care must be taken to obtain a pure ammonium salt for the 
standard solution, since all ammonium salts contain pyridine bases. 

9J. Am. Chem. Soc., 46, 2066 (1924). Rose uses a stronger acid digestion mixture, con- 
taining perchloric acid [J. Biol. Chem., 64, 253 (1925)]. See also Mears and Hussey, 
J. Ind. Eng. Chem., 18, 1054 (1921); and Yoe, Ann. chim. anal. chim. appl. [2], 7, 193 
(1925). 

10 J. Lab. Clin. Med., 11, 678 (1926). 
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The latter titrate like ammonia but they do not react with Nessler’s 
reagent. To prepare pure ammonium sulfate, decompose an ammo- 
nium salt of a high grade with sodium hydroxide and absorb the lib- 
erated ammonia gas in pure sulfuric acid. Add alcohol to precipitate 
the salt, filter, suck “dry,” dissolve it in water, reprecipitate with 
alcohol, and again filter. Dry the salt in a desiccator over concen- 
trated sulfuric acid. Pyridine-free ammonium salts can now be 
obtained on the market.!! 


DETERMINATION OF UREA 


The urea is converted into ammonium carbonate by means of the 
enzyme urease, in the presence of a phosphate buffer solution which 
also catalyzes the conversion. The ammonia may be distilled off, 
removed by aération, or determined directly by Nesslerization. The 
autoclave method is also given. 


Mertruop A: DISTILLATION PROCESS OF FOLIN AND Wu?!2 


Reagents. 


1. Hydrochloric acid, 0.05 N (and 0.5 N for Method C). 

2. Buffer Solution A. Dissolve 69 grams of monosodium phos- 
phate and 179 grams of crystallized disodium phosphate in about 800 
cc. of warm distilled water, dilute to a liter and mix. Buffer Solution 
B.—Dissolve 14 grams of sodium pyro-phosphate, NaaP207-10H20, 
in enough 0.5 N phosphoric acid to make 100 cc. Make the 0.5 N acid 
by diluting 20 cc. of 85 per cent phosphoric acid to a liter and titrating 
5 cc. with standard alkali solution. Upon the basis of this titration 
dilute the acid to 0.5 N. 

3. Urease solution. Place about 3 grams of “ Permutit” in a flask, 
wash it once with 2 per cent acetic acid and then twice with water. 
Add 5 grams of finely divided jack bean meal, 100 cc. of 15 per cent 
alcohol, shake gently and continuously for about 15 minutes, pour 

on a large filter, and cover with a watch-glass. This solution may 
be kept about a week at room temperature or from 4 to 6 weeks in an 
ice box. 

4, Borax. Use a saturated solution. 


ot 


Cf. Hawk and Bergeim, Practical Physiological Chemistry, Othe, 3p. 7 locum es 
Blakiston’s Son and Co., Philadelphia, 1926. 
12 J. Biol. Chem., 38, 81 (1919). 
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5. Paraffin oil. 


6. Sodium carbonate, 10 per cent; for Method B. 

7. Sodium hydroxide, 10 per cent; for Method C. ae 

Procedure.—Place 5 cc. of the tungstic acid blood filtrate in a 
large Pyrex test tube which has been thoroughly rinsed with nitric acid 
and then with water. Add 2 drops of the Buffer Solution A, 1 cc. of 


SS 


Fic. 55.—Folin and Wu Distillation 

Apparatus [J. Biol. Chem., 38, 96 

(1919)]. A, at beginning; B, toward 
end of distillation. 


the urease solution, immerse the tube 
in warm water (40-55° C.) and leave 
it there for 5 minutes, or allow it to 
stand for 15 minutes at room tem- 
perature. 

A convenient way to obtain the 
ammonia formed from the urea is to 
distill, without a condenser, using a 
test tube graduated at 25 cc. and con- 
taining 2 cc. of 0.05 N hydrochloric 
acid asa receiver. Figure 55 showsa 
compact and convenient arrangement 
for this distillation. A groove may be 
cut in the side of the stopper of the re- 
ceiving tube to allow steam to escape. 
Watson and White!? have usedamodi- 
ficationof theFolin and Wuapparatus. 

Put a small dry pebble in the 
urease blood filtrate, add 1 or 2 drops 
of paraffin oil and 2 cc. of saturated 
borax solution, insert firmly the 
rubber stopper carrying the delivery 
tube and receiver, and then boil 
the mixture fairly rapidly and at a 
uniform rate for 4 minutes. Never 


turn down the flame during a distillation, and regulate the rate of 
boiling so that the emission of steam from the receiver never begins 
before the end of 3 minutes. At the end of 4 minutes slip the receiver 
tube from the stopper and let it rest in a standing position while the 
distillation is continued for 1 minute. Rinse the lower end of the — 
delivery tube, cool the distillate with running water, and dilute to 
about 20 cc. Place 0.3 mg. of N (3 cc. of standard ammonium sulfate 


13 J, Biol. Chem., 45, 465 (1921). 
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solution—see p. 449) in a 100 cc. volumetric flask and dilute to about 
75 cc. Add 2.5 cc. of Nessler’s reagent to the sample solution and 10 
cc. to the standard. Dilute both solutions to the mark, thoroughly 
mix, and compare them in a colorimeter. 

Calculation.—lf the unknown is set at 20 mm., then the colorim- 
eter reading divided by 20 is multiplied by 15. This gives the urea 
nitrogen in milligrams per 100 cc. of blood. It should be noted that in 
the above procedure the sample representing 0.5 cc. of blood is Nessler- 
ized at 25 cc., whereas in the case of non-protein nitrogen it is Nessler- 
ized at 50 cc. Therefore, the same colorimeter reading represents 
only half as much nitrogen in the urea determination as in the non- 
protein nitrogen determination. 

By setting the unknown at 15, the colorimeter reading of the stand- 
ard gives directly the milligrams of urea N per 100 cc. of blood. 


Metuop B: AUTOCLAVE PROCESS 


This method is convenient when a large number of determinations 


' are to be made or when creatine determinations are also to be made. 


Transfer 5 cc. of the blood filtrate to a large Pyrex test tube, add 
1 cc. of 1 N hydrochloric acid, cover with tin foil and heat in an auto- 
clave at 150° C. for 10 minutes. Distill off the ammonia as directed 
above, except that 2 cc. of 10 per cent sodium carbonate must be used 
instead of the borax solution, on account of the hydrochloric acid 
added. 


Metuop C: AERATION PROCESS 


Instead of distilling the ammonia formed by the action of blood 
urea and urease or by heating under pressure, it may be driven into 
the receiver by passing a current of air through the solution after the 
addition of an alkali. This process gives perfectly reliable~results, 


_ provided a good current of air is used. 


Add a little paraffin oil and 1 or 2 cc. of 10 per cent sodium hydrox- 


ide to the decomposed blood filtrate contained in a large test tube. 


—S 


Connect with a smaller test tube (marked at 25 cc.) containing 2 cc. 
of 0.5 N hydrochloric acid. The connection is made as illustrated 
in Fig. 72 on page 512. Pass the air through slowly for 1 minute and 
then for 10 to 15 minutes almost as rapidly as the apparatus will per- 


mit. Rinse the connecting tube, dilute the contents of the receiver to 
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about 20 cc., add 2.5 cc. of Nessler’s reagent, dilute to the 25 cc. mark, 
mix, and compare the color against a standard in the usual manner. 


Metuop D: Karr’s!* Direct NESSLERIZATION OF THE FoLIn-Wu 
FILTRATE 


To 5 cc. of the Folin-Wu blood filtrate in a test tube add 1 drop 
of Buffer Solution B and either a strip of urease paper (see Note 3) 
or 5 drops of urease solution (prepared as directed in Note 4). 

Treat similarly in another tube 5 cc. of a standard urea solution 
(see Note 5), prepared by diluting 5 cc. of a stock solution (containing 
0.1286 gram urea in 200 cc.) to 100 cc. with water (5 cc. = 0.075 mg.N). 
Place the tubes in a water-bath at 50° C. for 15 minutes. Then trans- 
fer the ccntents of the tubes, with rinsing, to test tubes (or ordinary 
25 cc. graduated cylinders) graduated at 22.5 and 25 cc. Dilute 
each tube to the 22.5 cc. mark and add Nessler’s reagent to the 25 cc. 
mark. Mix and in about 1 minute make the colorimeter reading. 

Calculation.—By setting the unknown at 15 mm., the reading of 
the standard gives directly the urea N per 100 cc. of blood. In case 
less than 5 cc. of filtrate (0.5 cc. blood) was used, make the necessary 
correction. 


Reading of standard 


100 
- X 0.075 * —— = mg. urea N per 100 cc. of blood. 
Reading of unknown 0.5 


Notes. 


1. Blood filtrates high in urea nitrogen (35 mg., or over, per 100 cc.) 
give a turbid solutiop upon Nesslerization. In such cases, repeat the 
determination, using a smaller amount of filtrate. 

2. If a large number of determinations are made daily, it is advis- 
able to use an artificial permanent standard (see original paper) which 
is checked daily against a standard urea solution. 

3. Urease paper may be prepared according to Folin’s Girttons as 
follows: Shake 15 grams of jack bean meal with 5 grams of “Permutit”’ 
in 100 cc. of 15 per cent alcohol for 15 minutes on a mechanical shaker 
ora half hour by hand. Filter through a fluted filter paper (best in an 
ice box overnight), pour the filtrate in an open dish and draw pieces 


M4 Karr, J. Lab. Clin. Med., 9, 3 (1924). Roe and Irish, zbid., 11, 1087 (1926), remove 
traces of protein by adsorption on tricalcium phosphate and thus minimize the tasbidity.. 


= 
E er 


to Sa 
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of heavy filter paper (ammonia-free) through it. Hang the pieces of 
paper up to dry and when dry cut them into strips about 25 mm. by 
40 mm. 

4, The urease solution used in Method D is prepared as directed 
for urease paper in the preceding note. ‘The solution is not as stable 
as the urease paper. It should be made up fresh about every 2 weeks 
and should be kept on ice. Enzyme paper is preferable if determina- 
tions are made only occasionally. 

5. Since mercury has a “ poisoning” action on urease, separate 
tubes must be used for Nesslerization. In case of doubt, the tubes 
should be cleaned with strong nitric acid before use. 


9 


Meruop E: Myers’ Direct AERATION MetHop!5 


Reagents. 


1. Hydrochloric acid, 10 per cent. 

2. Sodium carbonate. Use a saturated solution. 

3. Caprylic alcohol. 

4. Urease reagent. Solid urease may be obtained from soy bean 
meal according to the method of Van Slyke and Cullen,!® or may be 
purchased in powder or tablet form from Hynson, Westcott, and Dun- 
ning, Baltimore, Md., and the Arlington Chemical Co., Yonkers, N. Y. 

To prepare the urease reagent, dissolve 2 grams of the enzyme 
preparation, 0.6 gram of dipotassium hydrogen phosphate, and 0.4 
gram of monopotassium dihydrogen phosphate in 10 cc. of water. 
Cover the slightly opalescent solution with toluene. The reagent 
may be kept 2 weeks without losing its activity. 

5. Standard ammonium sulfate solution. Dissclve 0.944 gram of 
ammonium sulfate (pyridine-free) in ammonia-free water, dilute to a 
liter, and thoroughly mix. Five cubic centimeters of this solution 
containimg.of N. See Note 2, p. 450. 

Procedure.—The set-up of the apparatus is as illustrated 3 in Fig. 
56. Add 1 cc. of the urease reagent to a lipless test tube which just 

_ fits into a 100 cc. ungraduated cylinder. Then add 2 cc. of the oxa- 

lated blood and heat the tube for 15 minutes at 50° C. 

) 18 VY, C. Myers, Practical Chemical Analysis of the Blood, 2d ed., C. V. Mosby Co., 

St. Louis, 1924. This method is based on those of Folin and Denis, J. Biol. Chem., 11, 
527 (1912); Marshall, zbid., 15, 487 (1913); and Van Slyke and Cullen, zbid., 19, 211 


(1914). 
16 J. Biol. Chem., 19, 211 (1914), 


’ ey 


~ 
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Add 15 cc. of distilled water and 2 or 3 drops of 10 per cent hydro- 
chloric acid to a 100 cc. lipless graduated cylinder, stopper with a two- 
holed stopper carrying a glass tube which extends almost to the bottom 
of the cylinder. Place the test tube containing the digestion mixture 
in the ungraduated cylinder and connect the two cylinders. Add 5 
drops of caprylic alcohol and 4 or 5 cc. of saturated sodium carbonate 
solution to the tube containing the blood digest, and stopper quickly. 
The cylinder containing the digested mixture is connected with a wash 
bottle two-thirds full of dilute sulfuric acid. The latter will remove 
ammonia from the incoming air. Connect the outlet tube of the grad- 
uated cylinder to a suction pump and draw air slowly through the 
apparatus, increasing the speed so that at the end of about 2 minutes 


Fic. 56.—Myers’ Aération Apparatus (Myers, Practical Chemicai Analysis of the Blood, 
2d., p. 44.. C. V. Mosby Co., St. Louis, 1924). 


the maximum rate permissible has been reached. Continue the aéra- 
tion for 30 minutes and then disconnect the apparatus. 

To a 100 cc. volumetric flask add 5 cc. of the standard ammonium 
sulfate solution, 50 to 60 cc. of ammonia-free water, 20 cc. of Nessler’s 
solution (see p. 447), dilute to the mark with ammonia-free water and 
mix thoroughly. At the same time add 7 or 8 cc. of Nessler’s solution 
to the unknown, dilute to the 25 cc. mark, and mix thoroughly. Com- 
pare the two solutions in a colorimeter. 

In case the urea nitrogen is high, use more of Nessler’s solution and _ 
dilute till the color approximates that of the standard. 


Calculation. 
Reading of standard ose 100 |, 25 
Reading of unknown 2 100 bl ne 
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If the unknown is set at 12.5 mm., the reading of the standard 
gives directly the number of milligrams of urea nitrogen per 100 cc. of 
blood. 


ane 25 
Note that for high concentrations the dilution factor (=) must 


be corrected accordingly and the whole equation employed in the cal- 
culation. 


DETERMINATION OF PRE-FORMED CREATININE 


The method is based upon the deep red color produced when 
creatinine solutions are treated with picric acid in alkaline solution. 
This reaction!” is known as the Jaffé reaction, and is due to the forma- 
tion of a red tautomer of creatinine picrate.!® The production of this 
tautomer ‘‘is dependent upon the formation of a salt, a keto-enol 
change within the creatinine molecule, and a change in the picric acid 
molecule involving the hydrogens in the meta positions and, probably, 
all three nitro-groups.’’!° 


Reagents. 


1. Picric acid. Use a saturated solution made with purified picric 
acid. Distilled water may be allowed to stand in contact with picric 
acid, or a 1.2 per cent solution may be made. 

Picric acid may be purified by one of the following methods: 

(a) Method of Halverson and Bergeim.2°—Add 700 cc. of distilled 
water to 50 grams of picric acid and boil until a clear solution is ob- 
tained. While the solution is boiling, add 10 cc. of concentrated 
hydrochloric acid. Cool, wash the crystals by decantation with 100 
cc. of distilled water, and repeat the crystallization. Finally transfer 
the crystals to a Biichner funnel, wash them with about 150 cc. of 
water, and dry in a desiccator or between filter papers. 

(b) Method of Folin and Doisy.—Place in a beaker of at least 4 

liters capacity about a pound of dry picric acid (or about 600 grams of 
the wet acid), add boiling water until the beaker is nearly full and then 

add 200 cc. of saturated (50 per cent) sodium hydroxide solution. 

‘17M, Jaffé, Z. physiol. Chem., 10, 391 (1886). 

18J, Greenwald and J. Gross, J. Biol. Chem., 59, 601 (1924). 

19 JT, Greenwald, J. Am. Chem. Soc., 47, 1448 (1925). 


20P. B. Hawk, and O. Bergeim, Practical Physiological Chemistry, 9th ed., p. 890. 
>. Blakiston’s Son and Co., Philadelphia, 1926. 
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Thoroughly stir the mixture, and, if necessary, heat it until the picric 
acid completely dissolves, giving a deep red solution of sodium picrate. 
Add to the hot solution 200 grams of sodium chloride, slowly and with 
stirring. Place the vessel in cold running water and cool the solution 
to about 30° C. Filter on a large Biichner funnel, wash several times 
with small volumes of 5 per cent sodium chloride solution, transfer 
the picrate to a large beaker, add boiling water until the beaker is 
almost full and stir till solution is complete. Add, with stirring, 50 cc. 
of 10 per cent sodium hydroxide solution, and then 100 grams of sodium 
chloride. Cool, filter, and wash with sodium chloride ‘solution as 
before. Once more repeat the solution and precipitation of the sodium 
picrate, but wash this time with distilled water instead of sodium 
chloride solution. 

The purified picrate is then dissolved in several liters of boiling 
distilled water and the hot solution filtered on a large folded filter, the 
filtrate being collected in a large flask. Dilute 100 cc. of concentrated 
sulfuric acid with 200 cc. of water and add the diluted acid to the hot 
filtrate. Picric acid begins to precipitate at once. Cover the mouth 
of the flask with an inverted beaker and cool the mixture under the 
water tap to about 30° C. Filter with suction as before and wash with 
small volumes of distilled water till free from sulfuric acid. Dry the 
crystals in a desiccator or between filter papers. 

(c) Benedict's Method.—Place about 400 grams of moist, ‘ tech- 
nical ” grade picric acid in a 2-liter Pyrex flask and add 1 liter of pure 
benzene. Heat on an electric hot-plate, with shaking now and then, 
until the acid dissolves, leaving a residue of impurities and water which 
settles quickly to the bottom when the flask is removed from the hot- 
plate. Decant the hot solution through a large fluted filter which has 
been ‘“‘ moistened ” with benzene, care being taken to transfer as little 
of the sediment as possible on to the filter. A hot-water funnel is 
convenient for this filtration but is not necessary. If used, be sure 
to turn out the flame just prior to filtering, since the benzene picric 
acid solution is highly inflammable. 

The filtrate should be received in a 2-liter beaker. Cover with a 
large watch-glass and heat on an electric hot-plate to redissolve the 
picric acid which has begun to crystallize. Remove the beaker from 
the hot-plate and let stand for several hours (better overnight). The 
picric acid crystallizes on the bottom and sides of the beaker and may 
be drained free of the excess of benzene without need of filtering. 
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Wash the crystals twice by decantation, using about 75 cc. of benzene 
for each washing, and finally drain them for about 30 minutes. Remove 
the last trace of benzene by drying in an air-bath at about 80° for sev- 
eral hours. Powder the crystals by gentle rubbing in a mortar and 
keep the product in a dark-brown glass stoppered-bottle. To recover 
the benzene, distill (preferably in vacuo) from a water-bath. 

2. Sodium hydroxide, 10 per cent. 

3. Standard creatinine solution. Dissolve 0.100 gram of pure 
creatinine in 100 cc. of 0.1 N hydrochloric acid and mix thoroughly. 
Transfer 3 cc. of this solution to a 500 cc. volumetric flask, add 50 cc. 
0.1 N hydrochloric acid, dilute to the mark with water, and mix thor- 
oughly. Pour the solution into a bottle, add 4 or 5 drops of toluene 
or xylene and stopper. Five cubic centimeters of this solution (0.03 
mg. of creatinine) are diluted with 15 cc. of water and mixed thoroughly. 
This gives the standard usually needed for human blood, for it covers 
the range of 1 to 2 mg. per 100 cc. In the case of bloods with high 
creatinine content, it is best to use smaller volumes of blood filtrate 
and dilute with water to the usual 10 cc., taking this into considera- 


- tion in making the calculation below. 


4, Standard creatinine zinc chloride. A better standard can be 
prepared from creatinine zinc chloride than from creatinine. Pure 
creatinine zinc chloride may be prepared as follows according to the 
method of Edgar:?!_ Commercial creatine is ground in a mortar with 
an equal weight of anhydrous zinc chloride. The mixture is then 
placed in a beaker, dish, or casserole, and is heated over a small flame 
or sand-bath, with constant stirring. As the temperature is raised 
the mixture begins to melt, and around 120-130° C. (depending scme- 
what on the rate of heating and the moisture which may have been 
absorbed) becomes a viscous mass from which bubbles of water vapor 
are given off. Within a few minutes the mass suddenly solidifies to a _ 
perfectly dry residue consisting of creatinine zinc chloride_(containing, 
of course, the excess zinc chloride). The whole reaction is complete 
within about 5 minutes after beginning to raise the temperature. If 
crude creatinine zinc chloride is desired, it is only necessary to leach 


_ the mass with a little cold water or aqueous alcohol to dissolve out the 


= 


excess zinc chloride. If a pure product is desired the residue may be 


dissolved directly (following Folin) in about ten times its weight of 


_ boiling 25 per cent acetic acid, and 2 volumes of alcohol are added to 


217. Biol. Chem., 56, 1 (1923). 
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the mixture. On cooling, crystalline creatinine zinc chloride separates 
in practically quantitative yield (based on the original creatine), and 
of a purity comparable with the best product obtained by repeated 
crystallization. 

To prepare a standard solution, dissolve 1.602 grams of the pure 
creatinine zinc chloride in 0.1 N HCl, dilute to a liter with 0.1 N HCl 
and mix thoroughly. One cubic centimeter of this solution contains 
1 mg. of creatinine. 

Aqueous solutions of creatinine zinc chloride, like pure creatinine 
solutions, slowly change in concentration owing to partial creatine 
formation, but this can be readily overcome by adding acid to the solu- 
tion or by using 0.1 N HCl instead of water. 

Procedure.—Make up a fresh alkaline picrate solution by adding 
5 cc. of 10 per cent sodium hydroxide to 25 cc. of a saturated solution 
of pure picric acid and mixing. Place 10 cc. of the blood filtrate in a 
small flask. In another flask place 5 cc. of the standard creatinine 
solution and dilute to 20 cc. Then add 5 cc. of the freshly prepared 
alkaline picrate solution to the blood filtrate, and 10 cc. to the diluted 
creatinine solution. After standing 8 to 10 minutes, compare the solu- 
tions in a colorimeter. Be sure that the two fields of the colorimeter 
are equal when both cups contain the standard creatinine picrate 
solution and are at the same height. The color matching should be 
completed within 15 minutes after adding the alkaline picrate 
solution. 


Calculation. 


Reading of standard 


< 1.5 = mg. creatinine in 100 cc. of blood. 
Reading of unknown _ 


- It should be noted that the standard is diluted to twice the volume 
of the unknown, so that each 5 cc. of the standard (containing 0.03 
mg. of creatinine) corresponds to 0.015 mg. in the blood filtrate. 

By setting the unknown at 30 mm., the reading of the standard 
divided by 20 or multiplied by 0.05 gives the number of a of 
creatinine in 100 cc. of blood. 
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DETERMINATION OF CREATINE 


When creatine is heated with acid it is converted into creatinine 
by dehydration. ° 


NHo2 NH 
cZNH = cLNH + HO 
s /CHs Sa CH 
\cH- COOH CH»-CO 
Creatine Creatinine 


By determining the creatinine content before and after the acid treat- 
ment, the amount of creatine originally present can be calculated. 


Reagents. 


1. Hydrochloric acid, 1 N. 

2. Alkaline picrate. Prepare as needed according to directions 
given in the preceding determination. 

3. Standard creatinine solution.. Prepare as directed in the pre- 
ceding determination. 

Procedure.—To 5 cc. of blood filtrate in a test tube graduated at 
25 cc., add 1 cc. of 1 N hydrochloric acid, cover with tin foil and 
heat in an autoclave at 155° C. for 10 minutes, or at 130° C. for 20 
minutes. Cool, add 5 cc. of alkaline picrate solution, let stand 8 to 10 
minutes, dilute to 25 cc., and mix. To prepare a standard comparison 
solution, add 2 cc. of 1 N hydrochloric acid and 10 cc. of alkaline picrate 
solution to 10 cc. of standard creatinine solution contained in a 50 cc. 
volumetric flask, let stand 10 minutes, dilute to 50 cc., and mix thor- 
oughly. The standard solution must be ready for use as soon as the 
unknown is ready. 


Calculation. ; 
Reading of standard e | “Total creatinine”? in mg. per 100 cc. 
Reading of unknown of blood. 
“ Total creatinine” — Preformed creatinine= creatine in terms of 
creatinine. 


One gram of creatinine = 1.159 grams of creatine. 


One gram of creatine = 0.8626 gram of creatinine. 
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DETERMINATION OF URIC ACID BY DIRECT COLORIMETRIC METHODS 


The methods are based upon the blue color obtained when uric 
acid solutions are treated with an arseno-phosphotungstic acid reagent 
and sodium cyanide.’ The reaction is more specific for uric acid 
than either arsenic, tungstic, or phosphoric-tungstic acid alone and 
the intensity of the color is much greater (nearly seven times) than 
that obtained with the old phosphoric acid reagent. Moreover, 
the new reagent is scarcely affected by a typical polyphenol such as 
resorcinol in the presence of uric acid. 


Metuop A (BENEDICT) 
Reagents. 


1. Sodium cyanide, 5 per cent. (Poison!) Dissolve 50 grams of 
sodium cyanide in water containing 2 cc. of ammonia, sp. gr. 0.90, 
and dilute to a liter. Make up a fresh solution about every 2 months. 

2. Uric acid reagent. Dissolve 100 grams of pure sodium tung- 
state in about 600 cc. of water, add 50 grams of pure arsenic pentoxide, 
25 cc. of 85 per cent phosphoric acid, 20 cc. of concentrated hydro- 
chloric acid, boil the mixture for about 20 minutes, cool, dilute to a 
liter, and mix. The reagent apparently keeps indefinitely. 

3. Standard uric acid solutions. Prepare a stock solution as 
follows: Nine grams of pure crystallized disodium hydrogen phosphate 
and 1 gram of pure crystallized sodium dihydrogen phosphate are 
dissolved in about 250 cc. of hot water. Filter the solution if it is not 
clear. Dilute with hot water and pour the clear hot solution into a 
liter volumetric flask containing 200 mg. of pure uric acid suspended 
in a few cubic centimeters of water. Shake for a few minutes until 
the acid dissolves, cool, add exactly 1.4 cc. of glacial acetic acid, dilute 
to the mark, and mix thoroughly. This solution contains 0.2 mg. of 
uric acid per cubic centimeter. Four or 5 cc. of chloroform are added 
to prevent the growth of bacteria or molds. Unless kept in an exces- 
sively warm room, the solution should keep about 2 months. 

Preparation of a Dilute Standard.—Transfer 10 cc. of the above 
stock solution to a 500 cc. volumetric flask containing 200 to 300 cc. 

22S, R. Benedict, J. Biol. Chem., 51, 187 (1922); 54, 233 (1922); 64, 215 (1925); 
S. R. Benedict and E. Franke, ibid., 52, 387 (1922); O. Folin, ibid., 54, 153 (1922); O., 


Folin, Laboratory Manual of Biological Chemistry, 4th ed., p. 247. D., Appleton and Co., 
New York, 1926, 
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of distilled water, add 25 cc. of dilute HCI (1 : 10), dilute to the mark, 
and thoroughly mix. ‘This solution contains 0.02 mg. of uric acid in 
5c, Prepare the solution fresh every 2 weeks. 

Procedure.—Transfer to a test tube (18 to 20 mm. diam.) 5 cc. of 
blood filtrate and add 5 cc. of water. Five cubic centimeters of 
standard uric acid solution (0.02 mg. uric acid per 5 cc.) are likewise 
diluted to 10 cc. Add to both unknown and standard 4 cc. of the 
ammoniacal 5 per cent sodium cyanide solution (poison!) and then 1 cc. 
of the uric acid reagent. Mix at once the contents of each tube by one 
inversion and place them in boiling water. (See Note.) After heat- 
ing for 3 minutes, place the tubes in a large beaker of cold water for 
3 minutes and then compare them in a colorimeter (preferably within 
5 minutes after removing from the cold water). 

In case the solutions show a clouding (usually caused by too much 
oxalate), repeat the test, adding another 5 cc. of water to both the 
standard and unknown just before heating them. 

Calculation.—Using a standard containing 0.02 mg. of uric acid 
and 5 cc. of 1 : 10 blood filtrate, the calculation is made as follows: 


Readi f dard ; 
pene. >) standard 4 = mg. uric acid in 100 cc. of blood. 
Reading of unknown 


If the unknown is set at 20 mm., then multiplying the reading of 
the standard by 0.2 gives the final result. 

Note.—Brown 7° allows the solution to stand for 20 minutes at 
room temperature instead of heating. Twice the amount of filtrate is 
used. He obtains lower values than those by the above procedure. 


MetuHop B (Forty) 


Reagents. 


1. Sodium cyanide, 15 per cent. Dissolve 150 grams of a good 
grade of sodium cyanide (poison!) in 700 to 800 cc. of 0.1 N NaOH 
solution and dilute to a liter with 0.1 N NaOH. Let stand 1 or 2 days 
before using. Prepare fresh once a month. 

2. Uric acid reagent. The reagent described on page 462 is satis- 
factory for ordinary clinical analysis. For the highest accuracy pre- 


23 J. Biol. Chem., 68, 123 (1926). 
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pare the reagent as follows: Put 100 grams of sodium tungstate, 
NazWO4:2H20, and 160 cc. of water in a 500 cc. flask. Add 50 cc. of 
85 per cent phosphoric acid, little by little, and with cooling under the 
water tap. Then connect the flask with a gas wash bottle half filled 
with water and attached to a HeS generator. The flask should be 
stoppered with a two-hole rubber stopper carrying an inlet tube extend- 
ing to the bottom of the flask and an outlet tube which can be opened 
or closed with a pinchcock. Carefully displace the air in the flask 
with H2S. Then close pinchcock and bubble H2S slowly into the 
solution. Leave the set-up overnight. The solution takes on a deep 
blue color. The next morning disconnect the apparatus and filter 
the solution into a 500 cc. flask. Let the precipitate drain but do not 
wash it. Insert a 10 cm. funnel and place in it a 200 cc. flask filled 
with cold water. This serves asa condenser. Boil the solution gently 
over a micro-burner for 1 hour and filter the hot solution to remove the 
small quantity of molybdenum sulfide which separates out during 
boiling. Wash the precipitate with small volumes of water until most 
of the blue color has been removed from the filter paper. Heat the 
filtrate to boiling, remove the flame and decolorize by adding bromine 
(only 2 to 3 drops at a time) and shaking vigorously. As soon as an 
excess of bromine has been added the solution takes on a clear light 
yellow color. Remove the excess of bromine by boiling gently for 
10 minutes; then allow the solution to cool. 

Place 25 grams of lithium carbonate in a liter beaker, add 50 cc. 
of 85 per cent phosphoric acid, and 200 cc. of water, boil off the carbon 
dioxide, and cool. Mix this solution with the one above and dilute 
to a liter. This reagent should give only a very faint bluish tint with 
0.2 mg. of resorcinol. 

When uric acid in silver precipitates from human urine is to be 
determined, or when clinical determinations on human blood are to be 
made, the removal of molybdenum may not be necessary, since uric 
acid gives a much stronger color than phenols. The presence of a 
large trace of molybdenum may cause errors up to 1 mg. per 100 cc. of 
blood. . 

3. Stock solution of uric acid. Accurately weigh on a watch-glass 
1 gram of uric acid and transfer it to a small dry funnel inserted in a 
liter volumetric flask and shake the uric acid into the flask as well as 
possible. Dissolve 0.6 gram of lithium carbonate in about 120 cc. of 
hot water, filter, dilute with about 60 cc. of water, and heat te 65° C. 
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Warm the liter flask in hot water and add the hot lithium carbonate 
solution, rinsing the watch-glass and funnel free of the last trace of 
uric acid. Shake the flask until the uric acid has dissolved, cool, 
dilute to about 800 cc., add 10 cc. of clear 37 to 40 per cent formalde- 
hyde (Merck) and mix. Dilute 15 cc. of sulfuric acid, sp. gr. 1.84, 
with about 100 cc. of water, cool, add to the urate-formalin solution, 
dilute to a liter, and mix thoroughly. This solution will keep for at 
least several months. 

4, Standard uric acid solution (5 cc. = 0.02 mg.). Transfer by 
means of an accurate Ostwald pipette 1 cc. of the above stock solution 
to a 250 cc. volumetric flask containing about 150 cc. of distilled water. 
Add 10 cc. of 2/3 N H2SOa, dilute to 250 cc., and mix thoroughly. 
This solution will keep at least a week. Five cubic centimeters of it 
contain 0.02 mg. of uric acid. 

Procedure.—Add 5 cc. of blood filtrate to a test tube graduated 
at 25 cc., and 5 cc. of the standard uric acid (0.02 mg. uric acid) to a 
similar tube. Add from a burette 2 cc. of the alkaline sodium cyanide 
solution to each tube and 2 cc. of water. Mix well, and add 1 cc. of 
uric acid reagent to each tube, dropping it from a burette directly into 
the solution (not down the sides of the tubes). Let the solutions stand 
for 2 minutes at room temperature and then put them in a boiling 
water-bath (a large beaker about two-thirds full of boiling water) for 
2 minutes, but not longer. Cool at once, dilute to the 25 cc. mark, . 
mix, and compare in a colorimeter. 


Calculation. 


Reading of standard 


: x 4 = mg. uric acid per 100 cc. of blood. 
Reading of unknown 
If the unknown is set at 20 mm., then multiplying the reading of the 
standard by 0.2 gives the result. Should the standard reading be 
greater than 40, repeat the determination, using 3 cc. of filtrate and 
2 cc. of water. If the reading is less than 10, use 10 cc. of filtrate and 
5 cc. of standard with 5 cc. of water. 


Notes. 


1. Direct determinations on blood filtrates have been ctiticized 
as giving too high values. This is said to be due to the presence of 
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thiasine (a sulfur-containing substance) which gives a color reaction 
similar to the one produced by uric acid.?+ 

2. The removal of traces of molybdenum?° from the uric acid 
reagent increases its specificity. 


Metuop C (Fortn’s Isotation Metuop) ?® 


Since certain other substances present in blood filtrate and urine 
may produce a blue color with phosphotungstic reagent similar to 
that produced by uric acid, it is sometimes desirable to separate the 
uric acid from the interfering substances. This is accomplished by 
precipitating the uric acid as silver urate. The silver urate is then 
treated with sodium chloride in hydrochloric acid solution. The uric 
acid thus set free is determined colorimetrically. This procedure 
gives more accurate results than the preceding ones. 


Reagents. 


1. Sodium chloride, 10 per cent in 0.1 N HCl. / 

2. Silver lactate. Dissolve 100 grams of silver lactate in 700 cc. 
of warm water. Add 100 cc. of 10 per cent sodium hydroxide to 100 cc. 
of 85 per cent lactic acid and pour the resulting solution into the silver 
lactate solution. Dilute to a liter and allow to stand till the sediment 
settles. Decant and use the clear solution. 

For other reagents see Method B (Folin). 

Procedure.—Place 5 cc. of the blood filtrate in a centrifuge tube, 
add 7 cc. of the silver lactate solution (without stirring), let settle for 
1 to 2 minutes and centrifuge. The precipitate contains all of the uric 
acid. Decant the clear liquid as completely as possible, add 1 cc. of 
the NaCl-HCl solution, stir thoroughly with a small glass rod; add 4 cc. 
of water, again stir, and then centrifuge, 

Pour off the supernatant solution as completely as possible into a 
test tube graduated at 25 cc. Measure 5 cc. of the standard uric acid 
solution into a similar test tube and complete the procedure as directed 
in Method B. 

Calculation.—Same as in Method B. 

24 Bulmer, Eagles, and Hunter, J. Biol. Chem., 68, 17 (1925); Benedict, ibid., 64, 215 
(1925); Benedict, Newton, and Behre, ibid., 67, 267 (1926); Benedict, Newton, and Dakin, 
Science, 64, 602 (1926), give the structural formula of thiasine. 


25 Folin and Trimble, J. Biol. Chem., 60, 473 (1924). 
6 Folin, J. Biol. Chem., 54, 153 (1922); Folin and Wu, zbid., 38, 459 (1919). 
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DETERMINATION OF AMINO-ACID NITROGEN ” 


The method is based upon the color reaction between amino-acids 
and @-naphthaquinone-sulfonic acid. This reaction takes place very 
slowly in neutral solutions. The stronger the alkalinity, up to a cer- 
tain point, the more rapidly the color develops. The different amino- 
acids do not show the same acceleration, however, to definite increases 
in alkalinity, and the chromophoric reagent (the quinone) is more 
rapidly destroyed when the alkalinity is increased, giving rise to 
deep-colored decomposition products. The proper degree of alka- 
linity, therefore, must be carefully maintained. 

In solution 6-naphthaquinone-sulfonic acid gradually decomposes 
and the solution becomes darker in the course of a few hours, particu- 
larly if it is not kept in the dark, On this account only freshly pre- 
pared solutions should be used. 

The sodium acetate in the acetic acid-acetate solution serves two 
purposes: (1) it increases the color of the quinone-amino-acid deriva- 
tive and (2) retards very much the onset of turbidity due to the libera- 

, tion of sulfur from the added sodium thiosulfate. Both of these results 
are due to the repressed hydrogen-ion concentration of the acetic acid 
caused by the added excess of acetate ions. 

The purpose of the sodium thiosulfate solution is to destroy the 
surplus quinone remaining after the full color obtainable from the 
amino-acids has developed. It destroys the surplus color of the qui- 
none and under the conditions of the procedure has no effect on the 
colored quinone-amino-acid derivative, at least during the first hour or 
two. Nor do the colored solutions. become turbid, within the first 
2-hour period, because of liberated sulfur. 


Reagents. 


1. Acetic acid-acetate solution. Mix 50 cc. of 50 per cent acetic 
acid with an equal volume of 5 per cent sodium acetate solution. 

2. Sodium thiosulfate, 4 per cent. 

3. Sodium carbonate. Dilute 50 cc. of an approximately sat- 
urated solution to 500 cc. ‘Titrate this solution against 20 cc. of 0.1 N 
hydrochloric acid, using methyl red as an indicator. Dilute the 
solution so that 8.5 cc. of it are equivalent to 20 cc. of 0.1 N acid. 
This gives a carbonate solution of about 1 per cent strength. 


270, Folin, J. Biol. Chem. 51, 377 (1922). 
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4, Amino-acid reagent. Use a freshly prepared 0.5 per cent solu- 
tion of the sodium salt of 6-naphthaquinone-sulphonic acid. For a 
~method of preparing the quinone, see the original paper. 

5. Standard amino-acid solution. Prepare a solution containing 
0.07 mg. of nitrogen per cubic centimeter. Glycine, tyrosine, leucine, 
or phenylalanine may be used. Glycine may be purified, if necessary, 
by recrystallizing it from its water solution by adding 0.5 to 1 volume of 
alcohol. Make up the amino-acid standard in 0.1 N HCl containing 
0.2 per cent sodium benzoate. 

Procedure.—Transfer 10 cc. of the blood filtrate to a test tube 
graduated at 25 cc. To a similar tube add 1 cc. of the standard 
amino-acid solution and 8 cc. of water. Add a drop of phenolphtha- 
lein solution to each tube. Next add 1 cc. of the sodium carbonate 
solution to the standard, and then to*the blood filtrate, drop by drop, 
until enough of the carbonate has been added (usually 6 to 8 drops) to 
give the same pink color as that in the standard. ‘Then add to both 
standard and unknown 2 cc. of freshly prepared amino-acid reagent, 
mix, and let the solutions stand overnight in a dark place. The fol- 
lowing day add to each tube 2 cc. of the acetic acid-acetate solution 
and 2 cc. of 4 per cent sodium thiosulfate solution. This decolorizes 
the excess of reagent. Dilute both solutions to the 25 cc. mark, mix 
well, and compare their colors in a colorimeter. 


Calculation. 


Reading of standard ie of amino-acid nitrogen per 100 cc. 
Reading of unknown of blood. 


CHAPTER XLVII 


BLOOD ANALYSIS—Continued 


SUGAR, CHOLESTEROL, LIPOID PHOSPHORUS (LECITHIN), BILE PIG- 
MENT, BILE SALTS, PROTEINS, PHENOLS, HEMOGLOBIN, IRON, 
HYDROGEN ION, ETC. 


DETERMINATION OF SUGAR BY FOLIN’S MODIFICATION OF THE 
FOLIN-WU METHOD ! 


Tue protein-free blood filtrate is heated with an alkaline copper 
solution in a special tube to prevent atmospheric reoxidation of the 
cuprous oxide formed by the reducing action of the sugar. The 
cuprous oxide thus formed is treated with a phosphomolybdic acid 
_ reagent and the resulting intense blue-colored solution is compared 
with a standard. The phosphomolybdic acid reagent contains 
sodium tungstate because there is sodium tungstate in the Folin-Wu 
blood filtrates, and tungstates modify somewhat the shade of blue 
obtained in the reaction. 

This modified method employs more carefully adjusted reagents 
than the original Folin-Wu method and gives normal values for blood 
glucose which are lower and probably more nearly accurate. 


Reagents. 


1. Alkaline copper tartrate solution. Disscive the following in 
about 700 cc. of distilled water: 12.grams of Merck’s sodium tartrate 
(or 15 grams of Rochelle salt), 7 grams of anhydrous sodium carbonate 
and 20 grams of sodium bicarbonate. Pour the solution into a liter 
volumetric flask and add to it 200 cc. of water containing 5 grams of 
copper sulfate. Dilute to the mark and thoroughly mix. 

2. Acid molybdate reagent. Dissolve 150 grams of sodium molyb- 
date, NazMoOxz-2H20, in 300 cc. of distilled water. Filter the solu- 
tion through a quantitative filter paper, allowing the filtrate to run 
into a liter volumetric flask, and finally wash the filter with 75 cc. of 

1 Folin, J. Biol. Chem., 67, 357 (1926); Folin and Wu, ibid., 41, 367 (1920). 
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water. Add 2 or 3 drops of bromine to the solution, shake till the 
bromine has dissolved, and let stand for an hour to insure complete 
oxidation by the hypobromite. Next add, with shaking, 225 cc. of 
85 per cent phosphoric acid. The excess bromine is liberated and 
colors the solution yellow. Then add 150 cc. of a solution of sulfuric 
acid prepared by adding 1 volume of the concentrated acid to 3 vol- 
umes of water and cooling. Aérate for about half an hour to remove 
the excess bromine, add 75 cc. of 99 per cent acetic acid, dilute to a liter 
and mix. 

3. Stock solution of glucose. Use a 1.0 per cent glucose solution 
made up in saturated benzoic acid. Dilute 
standards are made with water, and a few 
drops of toluene or formalin are added as a 
preservative. 

Procedure.—In this procedure the blood 
filtrate must be about neutral. Ten cubic 
centimeters of the filtrate should require about 
0.2 cc. of 0.1 NaOH for neutralization. In 
case the filtrate is not neutral, add a drop of 
phenolphthalein to 2 cc. of it and then add 
0.1. N NaOH, drop by drop, till the pink end- 
point is obtained. The same number of drops 
of 0.1 N NaOH are then added to the sugar 
= 8 m.m, tubes before adding the blood filtrates. If 
}_ Acc, the laboratory conditions are kept constant, 
(Not marked) the required number of drops of 0.1 N NaOH 

may be added to the sugar tubes at once, 

; thus avoiding the necessity of repeating 

Fic. 57.—Folin and Wu the preliminary titration. Add 2 ce. of the 

shares pete re neutral or nearly neutral blood filtrate to a 

Folin and Wu sugar tube (see Fig. 57), and 

to another add 2 cc. of standard glucose solution. Next add 2 cc. of 

the alkaline copper tartrate solution to each tube, heat for 10 minutes 

in a boiling water-bath, cool, and add 2 cc. of the acid molybdate 

reagent to each tube. As soon as the carbon dioxide apparently 

ceases to escape (about 1 minute), dilute the solutions to 25 cc., mix, 
and compare their colors: 

Calculation.—If a 0.2 mg. glucose standard is used the calculation 
becomes: . : 
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Reading of standard vali ee TG Ebidea 
oo = mg. of glucose per : : 
Reading of unknown : 2 > a Saeed 

Where a 0.4 mg. glucose standard is employed, multiply the ratio of 


the readings by 200 instead of 100. 


DETERMINATION OF SUGAR BY BENEDICT’S MODIFICATION 
OF THE FOLIN-WU METHOD ? 


Reagents. 


1. Alkaline copper reagent. Two hundred grams of sodium citrate 
and 60 grams of anhydrous sodium carbonate are dissolved in about 
800 cc. of distilled water. Then add, with stirring, 100 cc. of a solu- 
tion containing 6.5 grams of pure copper sulfate, 9 grams of ammonium 
chloride, dilute toa liter, and mix. Place a 100 cc. portion of the solu- 
tion in a small bottle and add 2.5 to 3.0 grams of sodium sulfite. The 
reagent is then ready for use and will keep 3 or 4 weeks. If only occa- 
sional determinations are to be made, omit adding sulfite to the reagent 
but add 5 drops of a 20 per cent sodium sulfite solution to each sugar 

tube just before adding the reagents. 

2. Tungstic acid reagent. Place 600 cc. of water in a liter flask, 
add 100 grams of pure sodium tungstate, and shake till solution is com- 
plete. Then add 50 grams of pure arsenic pentoxide, 25 cc. of 85 per 
cent phosphoric acid, 20 cc. of hydrochloric acid, sp. gr. 1.19, and boil 
the solution for 20 minutes. Cool, add 40 grams of sodium chloride, 
45 cc. of hydrochloric acid, sp. gr. 1.19, 60 cc. of formalin, and shake 
till solution is complete. Dilute to a liter and mix. 

3. Standard glucose solution. Use pure aqueous solutions of glu- 
cose preserved with toluene. 

Procedure.—Accurately measure 2 cc. of the 1 : 10 tungstic acid 
filtrate into a Folin and Wu sugar tube and then add 2 cc. of the alka- 
line copper reagent. Mix the solutions and place the tube in boiling 
water. The ammonium salt holds the reduced copper in solution. 
After heating for 5 minutes, remove the tube and put it in cold water. 
To the cooled solution add 2 cc. of the tungstic acid reagent. The 
color develops at once. Let stand 1 or 2 minutes, dilute to the 25 cc. 
mark, thoroughly mix, and match against a standard solution similarly 

treated. 

Calculation —Make the calculation as directed above. 


2 J, Biol. Chem., 68, 759 (1926). 


' Miinch. med. Wochschr., 1906, 1309. 
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DETERMINATION OF SUGAR BY BENEDICT’S PICRIC ACID METHOD 3 


This method is based upon the red to brown color obtained by heat- 
ing glucose with picric acid and sodium carbonate. These colors were 
first described by Braun. He states that glucose, fructose, and lac- 
tose give these colors and that picramic acid is formed. Later observ- 
ers were Jaffé,> Johnson,® and Chapman.’ All these investigators 
employed caustic alkalies instead of sodium carbonate and, hence, 
the colors obtained resulted not only from the reduction of picric acid 
by the sugars, but also from the caramelization of the sugars by the 
caustic alkali.8 ‘‘ This latter effect is entirely avoided in the use of 
sodium carbonate.”’? 

In blood analysis the proteins are removed by precipitation with 
picric acid, and, since the latter is one of the reagents of the color 
reaction, it need not be removed from the protein-free filtrate. The 
trace of creatinine present in blood is probably not sufficient to affect 
the color value. 


Reagents. 


1. Picrate-picric acid reagent. Dissolve 36 grams of dry pow- 
dered picric acid in 500 cc. of 1 per cent sodium hydroxide and about 
400 cc. of hot water. As soon as solution is complete, cool, pour into a 
liter flask, dilute to the mark, and mix. 
2. Sodium carbonate, 20 per cent. Dissolve 200 grams of anhy- 
drous carbonate in a liter of water. 
3. Standard sugar solution, Prepare simultaneously along with 
the unknown, by treating 0.64 mg. of pure glucose with 4 cc. of water, 
4 cc. of the picrate-picric acid reagent and 1 cc. of 20 per cent sodium 
carbonate solution. ‘The mixture is heated for 10 minutes in boiling 
water and then diluted to 12.5 cc. 
4. Permanent standards. Solutions of picramic acid or potas- 
sium dichromate may be used as permanent standards. The dichro- 
* Benedict, J. Biol. Chem., 34, 203 (1918); Lewis and Benedict, ibid., 20, 61 1213 

of. Pearce, ibid., 22, 525 (1915): and Myers and Bailey, ibid., 24, 147 (1916). 
4Z. anal. Shem: 4, 185 (1865); Chem. Zentr., 1866, 219; zbid., 1874, 825. 
5 7, physiol. Chem., 10, 391 (1886). 
6 Pharm. J. and Trans., 54, 24. 


TAnalyst, 34, 475. 
§Lancet, 25, Sept., 1844; Chem, Zentr., 1847, 623; Chem. Ztg., 1901, Rep., 209: 


9W. M. Dehn and F. A. Hartman, J. Am. Chem. Soc., 86, 403 (1914). 
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mate solution does not match the unknown exactly, but will give satis- 
factory results. 

(a) Picramic Acid Standard.—To prepare a stock solution, dis- 
solve 100 mg. of pure picramic acid and 200 mg. of sodium carbonate 
in about 500 cc. of water in a liter flask, dilute to a liter, and mix 
thoroughly. Treat 126 cc. of the stock solution with 1 cc. of 20 per 
cent sodium carbonate solution and 15 cc. of the picrate-picric acid 
reagent, dilute to 300 cc., and mix thoroughly. The resulting solution 
exactly matches in color that obtained by treating 0.64 mg. of glucose 
as directed in (3) and diluting to 12.5 cc. 

(6) Potassium Dichromate Standard.—Dissolve 800 mg. of pure 
potassium dichromate in about 500 cc. of water, dilute to a liter, and 
thoroughly mix. 

Procedure.—Draw 4 or 5 cc. of blood into a test tube containing 
a little powdered potassium oxalatetopreventclotting. Withdraw 2cc. 
of the blood by means of an Ostwald pipette and transfer it to a 25 cc. 
graduated flask, or to a large test tube marked at 12.5 and at 25 cc. 
Rinse the pipette twice with distilled water, adding the washings to the 
blood. Shake the contents of the flask or test tube a minute or two to 
“insure thorough mixing and a consequent laking or hemolysis of the 

blood. Now add, to the 25 cc. mark, the picrate-picric acid reagent, 
using a few drops of alcohol to dispel foam, ifnecessary, andthoroughly 
mix by shaking. After a minute or two (or longer) pour the mixture 
upon a dry filter, and collect the clear filtrate ina dry beaker. Measure 
exactly 8 cc. of the filtrate into a large test tube graduated at 12.5 cc. 
and at 25 cc., and add 1 cc. of 20 per cent sodium carbonate solution. 
Plug the tube with cotton and immerse it in boiling water for 10 min- 
utes. (See Note 1.) Remove the tube and cool its contents under 
the water tap. Dilute to 12.5 cc. or to 25 cc., depending upon the 
depth of color. At any time within half an hour, compare the solution 
_ in a colorimeter with a suitable standard. (See Note 2.) 


Calculation. 


eee endard x 100 = mg. glucose per 100 cc. of blood. 


- mis 


Reading of unknown 


If the unknown is set at 20, then five times the reading of the standard 
- equals the glucose concentration in milligrams per 100 cc. Where the 
- final dilution is made to 25 cc. instead of 12.5 cc., the final figure is, 


a 


of course, multiplied by 2. 


7 
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Notes. 


1. Longer heating of the blood filtrate up to half an hour makes no 
change in the color. 

2. Occasionally the final filtrates in this or other picric acid methods 
develop a little turbidity during heating. Unless such turbidity is 
fairly marked, it is of no account. When desired, the final colored 
solution may be filtered through a small folded filter into the colorim- 
eter cup. 


DETERMINATION OF CHOLESTEROL AND FATTY ACIDS BY THE 
METHOD OF BLOOR, PELKAN, AND ALLEN ?° 


Hot alcohol-ether solution is used to extract the lipoids from the 
blood plasma. ‘The extract is then saponified, the cholesterol ex- 
tracted with chloroform and determined colorimetrically, and the soaps 
extracted with hot alcohol. The fatty acids (in the form of soaps) are 
determined nephelometrically by the turbid solution obtained upon 
acidifying the soap solution. For the nephelometric procedure. see 
Volume IT. 


Reagents. 


. Sulfuric acid, sp. gr. 1.84. and 1 : 3. 
. Acetic anhydride. 

. Alcohol (redistilled). 

. Ether (redistilled). 

. Chloroform. The chloroform used must be neutral in reaction 
and free from moisture and alcohol. 

6. Sodium hydroxide. Make from metallic sodium by exposing 
the metal, in a closed vessel containing distilled water at room tem- 
perature, over a receiver to catch the hydroxide which drips off the 
metal. The action is slow, but the apparatus requires little attention 
and a strong pure hydroxide is obtained. 

7. Standard cholesterol solution. This is a solution of cholesterol 
in chloroform containing from 0.5 to 1 mg. of cholesterol in 5 cc., 
depending on the cholesterol content of the blood which is being 
measured. For most purposes a standard containing 0.50 mg. of 
cholesterol in 5 cc. of solution will be found suitable. For convenience 
in weighing the cholesterol, a standard twenty times the strength 
of the final one is prepared, and this is diluted as needed. 


10 J. Biol. Chem., 52, 191 (1922). 


On Be QW NH 
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Procedure: Extraction and Saponification.—Five cubic centimeters 

of blood plasma are measured into a 100 cc. flask containing about 
75 cc. of a mixture of 3 parts alcohol and 1 part ether (both redistilled). 
The plasma is made to enter in a slow stream of drops and the liquid 
in the flask is kept rotating rapidly to prevent the formation of large 
aggregates of precipitate. At once, or after standing till a convenient 
time, the flask is immersed in boiling water with frequent and strong 
rotation (to prevent superheating) until the liquid begins to boil, then 
cooled to room temperature, made up to volume, mixed, and filtered. 
For the determination, a volume (10 to 20 cc.), containing about 2 mg. 
of fatty acid, is measured into a small Erlenmeyer flask (50 to 100 cc.) 
of Kavalier glass (Pyrex is less suitable for boiling caustic alkalies. 
See Table XLV, page 720) 0.1 cc. of concentrated NaOH made from 
sodium is added, and the mixture evaporated on the water-bath. 
When the volume of liquid has been reduced to a few drops the flask 
should be rotated or shaken occasionally so as to distribute the liquid 
evenly over the bottom (but not over the sides). The drying is then 
continued until only 2 or 3 drops of liquid remain and the odor of 
alcohol is entirely gone. The alkali is then partially neutralized by 
the addition of 0.1 cc. of dilute sulfuric acid (1 volume concentrated 
acid, 3 volumes water), and the liquid well mixed and distributed 
over the bottom of the flask as before. The drying is then continued 
on the water-bath until the residue is dry and all the moisture has dis- 
appeared from the sides of the flask. The process of drying is a very 
important ‘step in the method, since the separation is not quantitative 
if the drying is either carried too far (in which case some of the choles- 
terol cannot be recovered by the cold treatment), or not far enough 
(when a part of the soap or fatty acids is extracted with the choles- 
terol). The amount of acid added should be somewhat less than 
enough to neutralize the alkali, since otherwise fatty acids would be 
set free and dissolve in the chloroform. For the same reason the added 
acid should be well mixed with the residue in the flask so as to insure 
its complete neutralization. If there is not enough liquid in the flask 
to allow complete mixing, a drop or two of distilled water should be 
| added. The reason for the addition of acid is two-fold; first, the acid 
prevents destruction of cholesterol by the strong alkali (for, contrary 
to the statements in the literature, cholesterol is altered—at least 
as far as its color-producing properties are concerned—by heat- 
with strong alkali); and, second, by the formation of the crys- 
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talline sodium sulfate the residue is made porous so that the solvents 
penetrate readily. The heating should be carried through all its 
stages on a water-bath and not on an electric hot-plate, since it has 
been found impossible to prevent overheating on the latter, 

Separation and Determination of Cholesterol.—After cooling, 10 cc. 
of chloroform are added and the flask is allowed to stand for 10 min- 
utes; it may be shaken occasionally so that the solvent may reach 
any material adhering to the sides. The chloroform extract is poured 
through a 54 cm. hardened filter into another small flask and the 
extraction twice repeated with 5 cc. of chloroform. If the drying and 
distribution of the salt have been carefully carried out, very little of 
the salt will break loose from the bottom of the flask during the 
chloroform extraction, and the fatty acids will be quantitatively 
retained. ‘The combined chloroform extract is then evaporated down 
to 2 or 3 cc., poured into a 10 cc. glass-stoppered, graduated cylinder, 
made up to 5 cc. with chloroform washings from the flask, and the 
cholesterol then determined by the use of the Liebermann-Burchard 
reaction as follows: To the contents of the graduated cylinder made 
up to 5 cc. are added 1 cc. of acetic anhydride and 0.1 ce, of pure con- 
centrated sulfuric acid, the cylinder is stoppered, and the whole well 
mixed. ‘The cylinder is allowed to stand for 15 minutes at a tempera- 
ture of 20 to 22° C., exposed to the same light by which readings are 
later to be made. (The color is sensitive to light and this precaution 
is necessary in order to avoid changes in tint during the reading.) It 
is then transferred to the colorimeter cup and compared with a suit- 
able standard similarly prepared from pure cholesterol. The standard 
cholesterol for this purpose should contain ordinarily 0.5 mg. of. 
cholesterol in 5 cc. of chloroform. 


DETERMINATION OF CHOLESTEROL BY THE METHOD OF MYERS 
AND WARDELL MODIFIED !! 

The blood plasma or serum is mixed with plaster of Paris, dried, 

and extracted with chloroform, Acetic anhydride and concentrated 

sulfuric acid are added to the chloroform extract and, after standing 


15 minutes to allow the color to develop, the solution is compared wit 
a standard, 


Reagents. 
1. Sulfuric acid, sp. gr. 1.84. 
VC, Myers and FE, L. Wardell, J. Biol, Chem,, 86, 147 (1918), 
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2. Acetic anhydride. 

3. Chloroform. Use redistilled chloroform. 

4, Standard cholesterol solution. Prepare a stock solution by 
dissolving 0.160 gram of pure cholesterol in 100 cc. of redistilled 
chloroform. Dilute 5 cc. of the stock solution to 100 cc. with chloro- 
form. Ten cubic centimeters of this solution contain 0.8 mg. of 
cholesterol. 

5. Permanent standards. Standardize aqueous solutions of naph- 
thol green B. This dye excellently matches the cholesterol color and 
appears to be permanent. 

Procedure.—One cubic centimeter of blood, plasma or serum, is 
pipetted into a porcelain crucible or small beaker containing 4 to 5 
grams of plaster of Paris, stirred, and 
dried, preferably in a drying oven, It 
is now emptied into a small extraction 
shell (4 cm. long) and then inserted in a 
short test tube (2.5 X 6cm.), in the 
bottom of which are a number of small 
holes (Fig. 58). This is now attached 
to a large cork on a small reflux con- 
denser and the tube and cork are in- 
serted in the neck of a 150 cc. extraction 
flask containing about 20 to 25 cc. of 
chloroform. Extraction is continued for 
30 minutes on an electric hot-plate, the 
chloroform made up to some suitable 
volume, such as 15 cc., filtered if neces- 
sary, and colorimetric estimation carried 
out as follows: 5 cc. of the chloroform 
extract are pipetted into a dry test tube, 
and 2 cc. of acetic anhydride and 0.1 cc. 
of concentrated sulfuric acid (best with 
0. l ce. pipette) are added. After thorough 

Fic. 58.—[Myers and Wardell, J. 
xing, the solution is placed in the 5.) Chem., 36, 150 (1918)]. 
dark for exactly 10 minutes to allow the 
color to develop, and then compared with a standard solution of choles- 
erol in chloroform treated in exactly the same way or a permanent 
tandard of naphthol green B. If a Duboscq colorimeter is used, the 
ups should be remounted in plaster of Paris instead of balsam. 
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Figure 59 illustrates a very neat and compact apparatus!? which 
may be used instead of the one shown in Fig. 58. 
Place the extraction thimble in the siphon cup 
(a perforated porcelain cup may be used), add 
chloroform to the flask (Pyrex) and carry out the 
extraction while cold water flows through the con- 
densing coil. 

Note.—In order to get the proper tempera- 
ture for color development in warm weather, 
it is advisable either to keep the reagents in a 
cool place or to insert the tubes in water during the 
development of the color. 


mide, GH} 


DETERMINATION OF LIPOID PHOSPHORUS (LECITHIN) BY THE 
METHODS OF BLOOR, AND BENEDICT AND THEIS 33 


The lipoids are extracted from the blood with an alcohol-ether mix- 
ture, oxidized by a nitric acid-sulfuric acid mixture, and the lipoid 
phosphoric acid determined colorimetrically by the method of Bene- 
dict and Theis for inorganic phosphate given on page 353. 


Reagents. 


1. Sulfuric acid, sp. gr. 1.84. 

2, Nitric: acidy sp.7gr. 1.42. 

3. Sodium hydroxide. Use a concentrated, COz2-free, solution of 
sodium hydroxide. 

4. Alcohol-ether solution. Use only redistilled alcohol and ether. 
Mix in the proportion of 3 parts of alcohol to 1 part of ether. 

5. Sucrose solution, 1 per cent. 

6. For additional reagents, see page 353. 

Procedure.—Place 20 cc. of the alcohol-ether solution in a 25 cc. 
graduated flask, and add to it 1 cc. of well-mixed blood. The blood 
is added in a slow stream of drops and the liquid in the flask is kept 
rotating fairly rapidly in order to prevent the formation of large aggre- 

12 Obtained from A. H. Thomas Co., Philadelphia. Suggested for cholesterol extrac- — 
tions by W. H. Stoner; cf. P. B. Hawk ahd OF Bergeim, Practical Physiological Chemistry, 
9th ed., p. 392. P. Blakiston’s Son and Co., Philadelphia, 1926. 


13 Bloor, J. Biol. Chem., 36, 33 (1918); Benedict and Theis, ibid., 61, 63 (1924); see 
also Oser and Karr, Arch. Int. Med., 36, 507 (1925). 
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gates of precipitate which are difficult to extract. The flask is then 
immersed in boiling water with frequent and vigorous rotation (to 
prevent superheating) until the liquid begins to boil. Cool to room 
temperature, dilute to 25 cc. with the alcohol-ether solution, mix, and 
filter. To carry out the oxidation, introduce 5 cc. of the filtrate into a 
large Pyrex test tube graduated at 5 cc., immerse the tube in boiling 
water, and evaporate the contents to dryness. Add 0.5 cc. of a mix- 
ture of equal parts of sulfuric acid, sp. gr. 1.84, and nitric acid, sp. gr. 
1.42, and thoroughly mix with the residue. Digest over a micro- 
burner, taking care not to overheat. Water and oxides of nitrogen 
are driven off first, and finally sulfuric acid fumes. Reduce the flame 
and continue heating till the brown fumes reappear. Cool for 2 min- 
utes, add 1 or 2 drops of 1 per cent sucrose solution to produce a charred 
mixture, and heat again. The solution should become clear, but if a 
brown or yellow color remains atter heating for half a minute add a 
trace of nitric acid and continue boiling. Cool, add 2 cc. of distilled 
water, rinsing down the sides of the tube, and approximately neutralize 
by adding a previously determined amount of concentrated, COs- 
free, sodium hydroxide solution. Cool to room temperature, dilute 
with distilled water to the 5 cc. mark, and complete the analysis as 
directed in the Benedict and Theis method for inorganic phosphorus 
on page 353, using the same standard phosphorus solution. 


Calculation. 


; 100 
Reading of standard x 0.025 X ee mg. lipoid phosphorus per 100 


Reading of unknown 2 ec ofblood, 


Tf the unknown is set at 12.5 mm., the result is obtained directly by 
reading the standard. ‘‘ Lecithin ” contains approximately 4 per cent 
of phosphorus. 


DETERMINATION OF BILE PIGMENT IN SERUM. ICTERIC INDEX 


The intensity of the yellow pigmentation of serum is matched 
against a standard potassium dichromate solution. 


Reagents. 


1. Sodium chloride, 0.9 per cent. 
2. Standard dichromate solution. Use a 0.01 per cent potassium 
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dichromate solution, containing 2 drops of concentrated sulfuric 
acid per 500 cc. Keep the solution in a dark-brown bottle or in the 
dark. Preston!* recommends the use of a colored glass (“ Uran ”’) 
disk as standard. These disks may be obtained from the Klett Mfg. 
Co., New York City. 

Procedure.—Separate the serum from about 5 cc. of freshly drawn, 
unhemolyzed blood, and dilute 1 cc. of the serum with 0.9 per cent 
sodium chloride solution until the color approximately matches that 
of the standard dichromate solution. The dilution may be conveni- 
ently made in an ordinary graduated cylinder. Transfer the solutions 
to a colorimeter and compare their colors. The Bock-Benedict and 
Hellige-Leitz instruments are well suited for small volumes of liquids. 


Calculation. 


Reading of standard Pe : 
2 < dilution = Icteric Index.15 | 


Reading of unknown 


Example: Tf the unknown is set at 10, and 1 cc. of serum diluted 
to 8 cc. gives a reading on the standard of 6.5, the icteric index is 5.2. 


THE VAN DEN BERGH TEST FOR BILE PIGMENT IN SERUM '° 


This test has won considerable favor among clinicians. It is based 
upon the red color obtained by treating serum with a diazotizing 
reagent, the reaction with bilirubin being taken as an index of the 
type and extent of bilirubinemia, depending upon the rate of appear- 
ance of color and its depth. For details of the procedure and inter- 
pretation of results, see Hawk and Bergeim, Practical Physiological 
Chemistry, 9th ed., page 396, P. Blakiston’s Son and Co., Philadelphia, 
1926. 


DETERMINATION OF BILE SALTS 


For a colorimetric method for the determination of bile salts in 
blood, see P. Szilard, Biochem. Z., 159, 325 (1925); zbid., 178, 440 
(1926). | 

14 J, Lab. Clin. Med., 11, 879 (1926). * : | 


18 Meulengracht, Deut. Arch, klin, Med., 182, 285 (1920). 
16 Presse Méd., 29, 441 (1921). 
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DETERMINATION OF PHENOLS 


Moir!’ has described a sensitive test for phenols using diazotized 
p-nitroaniline base. This reagent has been employed by Theis and 
Benedict !® for the quantitative colorimetric determination of phenols 
in the blood. An orange to red coloration is obtained, and the reac- 
tion is sufficiently delicate to be employed for phenol determination in 
blood filtrates, provided the blood is diluted only 1 to 5 instead of 1 to 
10 as in the regular Folin-Wu procedure. Thereagenttendsto become 
turbid with blood filtrates, but this can be prevented by the addition 
of a colloid (gum acacia). The reaction takes place in solutions of 
very weak acidity. This condition is obtained by adding sodium 
acetate prior to adding the reagent. Uric acid reacts so feebly with 
the nitroaniline reagent (giving about one-twentieth as much color as 
an equal weight of phenol) that its removal is unnecessary. The 
diazotized reagent must be prepared fresh daily. 


Reagents. 


. Hydrochloric acid, sp. gr. 1.19. 
. Sodium carbonate, 20 per cent. 
. Sodium acetate, 50 per cent. 
Gum acacia, 1 per cent. 

5. Diazotized nitroaniline reagent. Dissolve 1.5 grams of p- 
nitroaniline base in 500 cc. of water containing 40 cc. of hydrochloric 
acid, sp. gr. 1.19. Prepare the diazotized reagent fresh daily by adding 
0.75 cc. of 10 per cent sodium nitrite solution to 25 cc. of the p-nitro- 
aniline solution. 

6. Standard phenol solution. Make a phenol solution in 0.1 N 
hydrochloric acid that contains about 1 mg. of crystallized phenol 
per cubic centimeter. Transfer 25 cc. of this solution to a 250 cc. 
flask, add 50 cc. of 0.1 N sodium hydroxide, heat to 65° C., add 25 cc. of 

0.1 N iodine solution, stopper the flask, and let stand at room tempera- 
ture for half an hour. Then add 5 cc. of hydrochloric acid, sp. gr. 1.19, 
and titrate the excess of iodine with 0.1 N sodium thiosulfate. Each 
cubic centimeter of 0.1 N iodine corresponds to 1.567 mg. of phenol. 

On the basis of the titration, dilute a portion of the phenol solution so 


Bm Wh 


17 J, South African Inst., 5, 8 (1922). 
18 J. Biol. Chem., 61, 67 (1924); see also Rakestraw, ibid., 56, 109 (1923). 
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that 1 cc. contains 0.1 mg. of phenol. This dilution is made every few 
weeks and the final dilution (10 cc. = 0.025 mg.) is made daily. 

The 0.025 mg. standard reads with a satisfactory degree of accuracy 
against solutions containing 0.05 to 0.015 mg. of phenol. 

Procedure.—The blood is precipitated as in the Folin-Wu pro- 
cedure except that 2 volumes of water are added instead of 7. To 10 
cc. of the 1:5 filtrate add 1 cc. of 1 per cent gum acacia solution, 
1 cc. of 50 per cent sodium acetate solution, and 1 cc. of the diazotized 
nitroaniline reagent. After 1 minute add 2 cc. of 20 per cent sodium 
carbonate solution. A bright orange-red color is obtained. Compare 
the soluticn with a similarly treated standard phenol solution con- 
taining 0.025 mg. of phenol in 10 cc. 

To determine total phenols (free and conjugated), 10 cc. of the 
1:5 blood filtrate are put into a test tube with 0.25 cc. of hydrochloric 
acid, sp. gr. 1:19, and heated for 10 minutes in a boiling water-bath. 
Cool the solution and neutralize with sodium hydroxide solution. 
The same amount of acid and alkali are also added to the standard 
and to the unheated filtrate. The determination is completed as 
directed in the preceding paragraph. 


Notes. 


1. Blood contains from 1 to 2 mg. of free phenols per 100 cc. 
Conjugated phenols may occur in small quantity (0.1-0.2 mg. per 100 
cc. blood) in some bloods, but are not demonstrable in all bloods. | 

2. Figures obtained!® by this method on twenty bloods average 
0.4 mg. per 100 cc. lower than the figures of the Rakestraw?° method 
on the same bloods. 


DETERMINATION OF HEMOGLOBIN BY{THE NEWCOMER METHOD 


Bausch & Lomb Hemoglobinometer.—Figure 60. This hemo- 
globinometer is an adaptation of the Duboscq type of colorimeter. 
It is a precision instrument which reads directly the per cent hemo- 
globin to 5 per cent with the least possible manipulation, and is as 
small and convenient as is consistent with accurate readings. 

In addition to the detailed description which follows, there are 
certain general considerations which should be clearly set forth. The 


19R, C. Theis and S. R. Benedict, J. Biol. Chem., 61, 70 (1924). 
20 J. Biol. Chem., 56, 109 (1923). 
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basis on which the instrument is constructed is the making of a photo- 
metric match between a standard filter on one side and the diluted 
blood sample on the other. The filter against which the match is 
made is of special yellow glass. The selection of the filter is the result 
of extensive investigations upon the absorptive characteristics of the 
hemoglobin. The filter itself was selected after the examination of 
over one thousand samples of glass. For a discussion of the theory 
of this hemoglobinometer, 
see H. S. Newcomer, J. 
Biol. Chem., 37, 465 
(1919). 

The 100 per cent 
point of the scale is de- 
termined by the normal 
value of Williamson, ?! 
which is 16.92 grams per 
100 cc. This value, 
16.92, is the average of 
the hemoglobin deter- 
minations of 919 normal 
individuals, and has been 
arbitrarily chosen as the 
base for the scale. Ref- 
erence to the chart and 
descriptive matter, pages 
486-487, will show how 


this average normal value Fic. 60.—Hemoglobinometer. E, eyepiece; P, prism 
is affected by age and system; F, filter; Pl, plungers; R.C., right cup; iG 

i diets based left cup; S, scale; S.C., slip cover; M, mirror. 
SEK. e Chart 1S base 


on the same series of measurements from which the normal value 
is obtained. ; 

Description of Instrument.—T/he body of the instrument is of 
aluminum, to which are firmly attached the integral parts of the 
equipment, made as small and light as possible while still retaining 
firmness and rigidity. 

The rack and pinion actuating the cup table is of the precision 
microscope type, both cups being operated by the same pinion. 

The prism system, P, is of the double rhomboid type, the inner 


21 Arch, Int. Med., 18, 505 (1916). 
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reflecting surfaces of both rhomboids being silvered. The dividing 
line of the field is formed by the sharp. edge of a silver reflecting sur- 
face. Since the dividing line becomes practically invisible, very 
delicate and accurate settings are assured. In keeping with the idea 
that the instrument should be as compact as possible, the prism has 
been designed in a smaller form than that used in the Duboscq colorim- 
eters. 

The observing eyepiece, E, consists of a collective and eye lens, so 
diaphragmed at the eyepoint that all disturbing reflections are removed. 

The cups, RC and LC, are of clear glass with their bases of optical 
glass fused firmly upon them. ‘The tops are flared to prevent any 
overflow of liquid even when the plunger is brought in contact with the 
bottom of the cup. Their actual depth is 47.5 mm.; the fluid depth is 
34.0 Com, 

The plungers, Pl, are of hollow tubing of the same glass as the cups. 
The bases are fused on to the tubes and, in addition, a second disk is 
cemented to the upper end for the purpose of keeping out dirt and dust 
which might otherwise enter. 

The filter, F, as pointed out above, is of a apetal yellow glass Bosch 
for its spectral properties. It is introduced into the left-hand light 
path in a recess provided at the upper end of the plunger mount. ‘The 
thickness of the filter is controlled to 0.01 mm., making unnecessary 
any correction for filter thickness. This filter is not balanced by a 
similar disk of clear glass on the right side, since it has been found 
that the best approximation to the absorption curve of normal hemo- 
globin is secured when the loss of light by surface reflection is added 
to the selective absorption of the filter. 

The scale, S, is calibrated to the normal value of 16.92 grams per 
100 cc. To the pinion which operates both cups simultaneously is 
attached a rotating grooved drum on which are engraved the hemo- 
globin values in steps of 5 per cent. The liquid depth (in per cent 
hemoglobin) is shown by an indicator which moves in and out with the 
rotation of the drum. The use of this drum has made it possible to 
lengthen very materially the individual units. The shortest division 
(between 145 and 150 per cent) covers about 13 mm. or about 63 
degrees of arc. The longest division (between 40 and 45 per cent) 
covers about 19 mm. ‘The length of these divisions, which individu- 
ally cover 5 per cent, makes it possible to estimate easily the hemoglobin 
value to within 1 per cent. In addition to the feature of accuracy, the 


; 
} 
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drum offers an excellent reading device. With only a slight 
shift of the eye from its position of observation of the field, the 
drum and its indicator are clearly seen, and the reading made 
directly. 

In order to secure maximum illumination, which will be at the 
same time diffuse and even, a second surface mirror, M, having its 
first surface ground, is used. 

Each instrument is equipped with a special pipette holding 5 cc. 
This pipette is calibrated to give dilutions of 250 to 1 or 500 to 1. The 
normal dilution, and the one from which the scale is calibrated, is 
500 to 1. The second dilution is to be used only for bloods of very 
low hemoglobin content. 

There is provided also a slip cover which can be used to protect the 
cups from extraneous light and the instrument from dirt when it is not 
in use. 

Procedure.—The blood from a puncture wound is drawn to the 
10 mark (10 cu. mm.) in the pipette and the remainder filled with the 
diluent which is a solution of 1 per cent hydrochloric acid. With this 
dilution the instrument will read as low as 40 per cent hemoglobin. 
Readings of blood from individuals having a lower hemoglobin con- 
tent may be made by doubling the amount of blood used and dividing 
the resultant colorimeter reading by 2. To make such a dilution of 
double strength, blood should be drawn to the 20 mark and the pipette 
filled with diluent. 

Place clear water in the left-hand cup, LC, and the contents of 
the pipette in the right-hand cup, RC. See that both rest squarely on 
the carriage. Bring the bottom of the cups in contact with the plung- 
ers, Pl, to force out any air bubbles. This may also be accomplished 
by tilting the instrument. Finally, balance the two color fields until 
they have the same color density. 

The yellow solution obtained by dilution of the blood with 1 per 
cent hydrochloric acid increases in color density with the lapse of time. 
The instrument is calibrated to read correctly when the solution has 
reached its final color depth. When readings are not made too soon 
after dilution, this difference, for practical purposes, may be neglected. 
If more accurate results are desired, the reading may be corrected by a 
simple calculation based on the proportion of the rate of change in 
color density to the lapse of time. The absolute reading at any given 
time is equal to the observed reading plus a percentage of the reading. 
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This percentage is the quotient of 40 divided by the lapse of time 
between the making of the dilution and the reading, thus: 


40 : | 
Absolute reading = observed reading + 7 (observed reading). 


Table for Time Correction—To correct the hemoglobinomete1 
reading, add to the reading a figure in the table, the choice of the figure 
depending on the time since dilution of the blood and the reading of 
the hemoglobinometer. 


TABLE XLII 


Minutes Since Dilution 


Reading, 
Per Cent 
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Chart of Hemoglobin Values. Birth to Old Age.—ligure 61 
is drawn from data on the hemoglobin of 919 normal individuals 
published by Williamson.?? The two curves represent, respectively. 
the mean values of the hemoglobin content of blood of norma! 
males and females from birth to old age. A line is drawn across 
the figure at a level corresponding to 16.92 grams hemoglobin pet 
100 cc. of whole blood. This figure is the average for males during 
the age period sixteen to sixty years. It is arbitrarily chosen as the 
100 per cent of the hemoglobin scale, and the rest of the abscissas are 
drawn accordingly. 

A line drawn at a level corresponding to 15.53 grams (91.8 per cent) 
indicates the average for females during the same age interval. 

From an examination of the curves one can see the way in which 
the expected hemoglobin will deviate from this 100 per cent figure 

22 Arch, Int. Med., 18, 505 (1916) 
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according to age and sex. It is normal for individuals to range as 
much as 1 gram (6 per cent) above or below the values given by these 
curves. 


Grams % 
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187% = 23.25 Grams 
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Fic. 61.—Newcomer’s Chart of Hemoglobin Values—Birth to Old eee upon 
Williamson’s Data. 


DETERMINATION OF HEMOGLOBIN BY THE ACID HEMATIN 
| _ METHOD OF COHEN AND SMITH 


This method is based upon measuring the depth of color of acid 
hematin resulting from the dilution of blood in dilute hydrochloric 
acid. The procedure and notes have been taken from the work of 
Cohen and Smith. 73 


28 J, Biol. Chem., 39, 489 (1919). 
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Reagents. 

1. Hydrochloric acid, 0.1 N. 

2. Standard acid hematin. A quantity of blood (usually 50 cc.) 
is obtained, carefully defibrinated, and then strained through gauze. 
The oxygen capacity of this blood is then determined by the Van Slyke 
method.?* Accepting the Haldane figure of 18.5 volumes per cent for 
the oxygen capacity of normal blood (corresponding to approximately 
14 grams of hemoglobin per 100 cc.), the blood is diluted with 0.1 N 
HCl so as to make a 20 per cent solution of a blood with an oxygen 
capacity of 18.5 volumes per cent. That is, if the blood has an oxy- 
gen capacity of 18.5 volumes per cent, 20 cc. of it are diluted to 100 cc. 
with 0.1 N HCl; if the oxygen capacity is 22 volumes per cent, then 


18. 2 4 : : : 
"Howey (eles (=) of it are diluted to 100 cc. with the acid. The 20 


per cent solution of blood thus obtained is well mixed and stored in a 
glass-stoppered bottle, preferably in a cool spot away from the light. 
This constitutes the stock solution from which the comparison stand- 
ard is made. Such a stock solution will not deteriorate for at least 3 
months, provided contamination by molds is avoided. Sahli ?° sug- 
gests saturating the acid with chloroform to keep molds from develop- 
ing in the solution. No other unusual precautions for the preserva- 
tion of this solution seem to be needed; but before using, it should be 
thoroughly shaken. 

The comparison standard for use in the colorimeter is made by dilut- 
ing 5 cc. of the stock solution to 100 cc. with 0.1 N HCl to make a 
1 per cent standard; or 2.5 cc. of the stock solution to 100 cc. for a 
0.5 per cent standard. Where routine determinations are to be made, 
it is desirable to have the standards made fresh at least once a week. 

Where determinations of the oxygen capacity of the blood are not 
readily available, one can make the stock solution from crystallized 
hemoglobin. 

Procedure.—From a freely flowing source of blood, 0.02 cc. is 
measured bymeans of a calibrated Sahli pipetteinto 6cc.of0.1N hydro- 
chloric acid. The blood pipette is rinsed out by drawing the acid solu- 
tion into it several times. Blood very low in hemoglobin may require 
a double sample, i.e., 0.04 cc. of blood in 6 cc. of acid, in order to pave a 

4 J. Biol. Chem., 38, 127 (1918). 


25 7, Sahli, Leheoech der Klinischen Untersuchungs-Methoden, 6th. ed., il, P. 293. 
Leipzig, 1915. 
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dilution having the most satisfactory color for comparison with the 
standard. After the sample is added to the acid, the mixture must 
be allowed to stand, preferably in a warm place, for at least 10 minutes 
for the full color to develop. Readings taken sooner will be too low. 

In cold weather, hemolysis and color development take place more 
slowly, and the application of gentle heat will hasten the process. As 
a routine procedure, immersion of the tube in a warm water-bath is 
recommended. The color comparison may be made in either the 
Autenrieth-Hellige or the Duboscq colorimeter with a standard acid 
hematin solution. The average of at least several readings is taken. 
Thecalculationis simple and is described for each instrument as follows: 

Standard and Calculation for the Duboscq Colorimeter.—The standard 
for comparison is a 0.5 per cent blood solution, which is set at 10 upon 
te5) Xx 10100 

reading 
It is desirable to make an actual calibration of the instrument for 
the solutions to be examined. 

Standard and Calculation for the Autenrieth-Hellige-Leitz W edge Color- 
imeter. (See Fig. 62.)—The standard for comparison is a 1.0 per cent 
blood solution. Experience has pointed to the necessity for different 
concentrations of standard solutions in each kind of instrument in order 
to secure most satisfactory color comparisons. The scale on the 
Autenrieth colorimeter may be inaccurately placed. There is another 
source of error that cannot be corrected by a mere resetting of the scale. 
The glass wedge containing the standard is not mathematically per- 
fect; therefore, for accurate work, this wedge containing the 1 per cent 
standard should be calibrated against solutions of known amounts of 
blood in 0.1 N HCl contained in the small cup. Thus, a curve may be 
constructed from which may be read at once the percentage hemo- 
globin corresponding to a given reading on the scale. This calibration 
takes a short time, and holds good for that wedge and instrument as 
long as other conditions are maintained. 

For the conditions given here, if the instrument were perfectly 


3 3.0 * 10 * 100 m 
constructed, the calculation would be pease BN = per cent hem- 
reading 


globin, but this relation holds for only a portion of the scale (between 
3.0 and 8.5). Sahli?® claims the color development reaches a maxi- 


the Duboscq scale. Hence the per cent hemoglobin = 


. 26 Toc. cit. 


Pa 
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mum in 1 minute when the proportions he recommends are used: 
0.02 cc. of blood in 0.20 cc. of 0.1.N HCl. 

Meyer and Butterfield?’ found considerable delay in the full 
development of the color of the acid hematin. Cohen and Smith 
observed that the temperature of the solution, as well as the concen- 
tration of acid, greatly affects the speed of color development, and 
therefore resorted, when necessary, to warming the solution. An 


ano 
i al 


(a) 


“ 


Fic. 62.—A, glass wedge for the “known”; B, glass trough for the “unknown”; C, 
scale: D, pinion for manipulating the rack for displacing the wedge relative to the glass 
trough; E, projected support for holding the glass wedge; F, ground glass plate for dif- 
fusing the light; G and H, metal holder which fits over the stopper of the glass wedge and 
holds the glass wedge in place; J, rack which pinion D manipulates; K, clasp which holds 
the ground glass plate in place; L, wooden slider on which the various parts are mounted; 
M, clamp which manipulates the holder G—H for screwing the glass wedge in place; NV, 
metal holder which acts as support for the glass trough B and which support can be re- 
moved; O, double prism (Helmholtz); P, indicator against which the scale displaces and 
wherever an equality in the color of the solution is determined the scale portion opposite 
the indicator represents the reading of percentage; Q, wooden board acting as support 
for the double prism and as cover for the front portion of the colorimeter. 


interval of 10 minutes seems to be sufficient for the development of 
practically the maximum depth of color. 

Newcomer?® studied the rate of color aevelopment in acid hema- 
tin and found that after 10 minutes the color development was 96 per 
cent; after 20 minutes, 98 per cent; and after 40 minutes, 99 per cent 
of the maximum. He gives a useful formula for calculating the color 
deficiency: wy = — 40, where x is the time in minutes, and y the per- 
centage of color deficiency. The constant, —40, was apparently 


27Arch. Int. Med., 14, 94 (1914). 
28 J, Biol. Chem., 87, 465 (1919), 
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derived for room temperature, and is not applicable to a wide range 
of temperatures, according to the experience of Cohen and Smith. 


DETERMINATION OF IRON IN BIOLOGICAL MATERIAL 


This is a thiocyanate method developed by Walker for the deter- 
mination of iron in food products and other biological materials. 29 
He studied both the thiocyanate and the ferrocyanide methods and 
found that the former is generally preferable. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Hydrogen peroxide. 

3. Potassium thiocyanate, 10 per cent. 

4. Standard iron solution. Dissolve 0.7000 gram of pure ferrous 
ammonium sulfate, FeSO4:(NH4)2SO4-6H20, in about 100 cc. of dis- 
tilled water. Add 5 cc. of sulfuric acid, sp. gr. 1.84, warm and add 
potassium permanganate solution until oxidation is complete. Cool, 
dilute to a liter, and mix thoroughly. One cubic centimeter contains 
0.1 mg. of Fe. . 

Procedure.—Accurately weigh about a 5 gram sample into a 
porcelain evaporating dish and ignite in an electric furnace. Cool, add 
10 cc. of distilled water, 3 cc. of nitric acid, sp. gr. 1.42, and filter 
through a small quantitative filter paper. Add 2 cc. of hydrogen - 
peroxide to the filtrate, let stand for 1 minute, and then add 5 cc. of 
10 per cent potassium thiocyanate solution. Dilute to 50 cc. and 
match against a standard prepared by treating 1 cc. of the standard 
iron solution in the same way except that 2 cc. of nitric acid are used 
instead of 3 cc. 


Notes. 


1. The extra 1 cc. of nitric acid used for the sample is to neutralize 
the alkalinity due to the ash. 

2. If the phosphate content is small, the ash may be dissolved in 
hydrochloric acid; for moderate amounts (not over 0.05 gram H3PO,) 
nitric acid should be used; for large amounts of phosphate as com- 
pared with iron (as in milk) use the method of Elvehjem and Hart.3° 


29 Analyst, 50, 278 (1925). 
80 J. Biol. Chem., 67, 49 (1926). 
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3. The thiocyanate method is unsatisfactory in the presence of 
Ag, Hg, Co, H2C2O., and HF. 


DETERMINATION OF HYDROGEN ION 
CULLEN’s Metruop As MopiIFrIED By HAwkrns.?! 


For a discussion of the general principles underlying the colori- 
metric method of determining hydrogen-ion concentration, see Chap- 
Lets LX. 


Reagents. 


1. Sodium chloride, 0.9 per cent. 

2. Saline indicator solution.*? Add 2.1 cc. of 0.03 per cent phenol 
red (phenolsulfonephthalein) solution to 100 cc. of 0.9 per cent sodium 
chloride solution, mix, and adjust approximately to pH 7.4 by adding 
0.02 N sodium hydroxide with a fine glass rod which has been dipped 
into the alkali. 

3. Sérenson’s standard phosphate solutions.*? Prepare solutions 
ranging in steps of 0.05 pH from pH 7.00 to 7.80. For directions, see 
Clark, The Determination of Hydrogen Ions, 2d ed., Williams & 
Wilkins Co., 1922. 

Procedure.—Thirty drops of a 0.03 per cent solution of phenol red 
are added to 50 cc. of a 0.9 per cent solution of sodium chloride and 
adjusted to pH 7.3. Five cubic centimeter portions of this solution 
are placed in tubes with a diameter of 16 mm. and covered with 
paraffin oil. 

The blood is drawn from the heart of a guinea pig, or a vein of a 
human subject, directly into a 1 cc. pipette graduated to hundredths, 
_ by attaching a needle with a short rubber tube to the pipette. 

The needle and rubber are then detached and 0.25 cc. of the blood 
is run under the oil into one of the tubes containing the saline indi- 
cator solution. The blood and solution are thoroughly mixed by stir- 
ring carefully with a clean glass rod. % 

The tube is centrifuged for 10 minutes, completely throwing down 
the red corpuscles, and is then placed in a comparator block and the pH 
determined by matching to the nearest color standard and applying 


5 Cullen, J. Biol. Chem., 52, 501 (1922); Hawkins, ibid., 57, 493 (1923). 

® Indicators and standard buffer salts, both dry and in prepared solutions, may b 
obtained from the LaMotte Chemical Products Co., Baltimore, Md., or Hynson, Westcott 
and Dunning, Baltimore, Md. 
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corrections as described by Cullen. The standard color tubes are 
16 mm. in diameter and contain 5 cc. of S6renson’s standard phosphate 
solutions ranging in steps of 0.05 pH from pH 7.00 to 7.80. 

Use a saline plasma tube as a control to compensate the standard 
for the slight color and turbidity of the plasma. For the arrangement 
of the tubes in the comparator block, see page 211. 


Notes. 


1. The color standards slowly fade and must be checked once 
a week against a freshly prepared standard. Keep the color standards 
in the dark when they are not in use. 

2. Be sure to test the pH of the distilled water. It usually has a 
pH between 6.2 and 6.5 and should give no red color with either 
phenol red or methyl red. Use both indicators. Also, test the oil 
by shaking it with water containing phenol red and methyl red. 
The water must remain neutral. 

3. All apparatus must be thoroughly rinsed with redistilled water 
and dried. To compensate for the protein and salt errors in the 
colorimetric determination, an empirical correction, —0.23 (Cullen’s 


correction), is applied. This gives values which agree more closely 


with those determined electrometrically at 38° C. pH3g° = colorimet- 
ric pH,- + 0.01 (¢° — 20) — 0.23, where ¢° is the observed tempera- 
ture. 

Under pathological conditions there is considerable variation in 
the Cullen correction. ** 

4. Normal blood ranges in pH from 7.30 to 7.50. In patho- 
logical cases the range so far observed is from pH 6.95 to 7.80, 

5. For a description of a multiple wedge colorimeter for bicolori- 
metric work, see V. C. Myers, J. Biol. Chem. 54, 675 (1922). This 
instrument is manufactured by E. Leitz, Inc., New York. 


MeEtsop oF McCLeENDON, RUSSELL, AND TRAcy*4 


This method for the determination of the hydrogen-ion concen- 


- tration in blood plasma makes use of a Duboscq colorimeter. The 
determination requires an indicator that shows change only in inten- 
sity of color with degree of dissociation and not a mixture of two 


ae Austin, Stadie, and Robinson, J. Biol. Chem., 66, 505 (1925); see also, ins and 
ndroy, ibid., 61, 695 (1924). 
47, Biol. ec. 70, 705 (1926). 
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colors such as is the case with phenol red. There are only a few such 
indicators with the sensitive portion of their range within the physi- 
ological limits of blood pH. Of these, cyanine (quinoline blue) is 
very strongly affected by proteins or some other constituent of plasma 
and, hence, does not permit an accurate matching of color. Para- 
nitrophenol is a fairly strong precipitant of the plasma proteins but 
may be used. The best indicator found by McClendon, Russell, and 
Tracy is ortho-chrom-T, which they obtained from the Farbwerke 
vorm. Meister Lucius und Briining, Hoechst. This indicator, which is 
used as a photosensitizer, 1s easily oxidized by air, but is not appre- 
ciably affected during the short period necessary to make a pH deter- 
mination. 


Reagents. 


1 
2 
3 
4 
5 


. Potassium oxalate, 30 per cent. 
. Sodium carbonate, 0.01 N. 

. Barium hydroxide, 0.05 N. 

. Paraffin oil. . 
. Ortho-chrom-T indicator solution. Dissolve 0.1 gram of the 
indicator in 10 cc. of alcohol and mix with 90 cc. 
of distilled water. Keep in a bottle with a 
dropping pipette. 

Apparatus.—In order to prevent loss of COz 
from the diluted blood plasma,two methods have 
been tried. Perhaps the best is the use of the 
cup shown in Fig. 63 which has a fused-on glass 
bottom and a removable cover, which, when 
seated, gives a depth of fluid of exactly 20 
mm. Indicator in distilled water is poured into 
the cup and the plasma is introduced through 
a long fine point of a pipette into the bottom 
of the cup, causing the indicator solution to 
overflow. The cover is then quickly seated 

ic 63, without air bubbles, and the cup grasped 

with a towel and rotated violently to stir up 

the contents. Tight fitting of the glass cover prevents the loss. 
of COs. . ; 

Another method is the use of the cup with side neck shown in Fig. 
64. This cup has the top and bottom fused on, the distance between 


j 
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them being exactly 20 mm., and has a side neck for filling. 4.5 cc. 
of distilled water containing the indicator are introduced, the top 
level being up in the side neck and a layer of paraffin oil floated over 


Fic. 64. 


it. The plasma is introduced by inserting the finely drawn out tip 
of a pipette down the side neck; after introducing the plasma the 
contents are stirred with the pipette point or a needle. 


For micro determinations, the cup with side 
neck shown in Fig. 65 has been used with the 
Buerker colorimeter; the top and bottom are 
fused on, being exactly 10 mm. apart. This 
cup was made by the Bausch and Lomb Opti- 
cal Company. The original cups of the Buerker 
colorimeter have not the bottoms fused on and 
therefore they are liable to leak. Also the ar- 
rangement is awkward for introducing plasma 
into the bottom of the cup and getting the cover 
on without air bubbles. 


Fic. 65. 


The arrangement of the cup with side neck in the biological 
colorimeter is shown in Fig. 66. The cup with side neck is placed 
below the plunger cup on the left hand side, the plunger cup being 
filled with distilled water. On the right hand side a cup similar 
_ to Fig. 63 is placed below the plunger cup, this cup shown in Fig. 63 
being known as the accessory cup and containing a mixture of distilled 
water and plasma to give the same degree of cloudiness and yellow 
color as the plasma on the left hand side containing the indicator. 
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The plunger cup on the right hand side contains indicator in 0.01 N 
sodium carbonate solution in which it is approximately 100 per cent 
dissociated.?° 

The optical system is now theoretically symmetrical, but in practice 
is found not to be so. It seems that the indicator increases the col- 
loidal aggregation of the proteins of the plasma and hence the left 
hand side shows more cloud than the right-hand side. In order to 
avoid this, barium hydroxide is added to the plunger cup on the right- 


Fic, 66, 


hand side and immediately precipitated by action of the sodium 
carbonate, forming a cloud. | 
Procedure.—The blood is drawn by means of an oiled Luer syringe 
and immediately transferred to a centrifuge tube previously prepared. 
The centrifuge tube contains enough 30 per cent potassium oxalate 
solution to make 0.1 per cent in the blood (for animals double quantity 
is used). A layer of paraffin oil is floated over the potassium oxalate 
solution. The needle of the syringe is inserted into the potassium 


%5The arrangement in Fig. 66 may be modified in order to avoid the cup with side. 
neck by substituting for it another accessory cup as shown in Fig. 63. 


DETERMINATION OF HYDROGEN ION 497 


oxalate solution and the blood is transferred to the centrifuge tube 
and immediately centrifuged. A 1 cc. pipette, graduated in 0.01 
of a cc., with a very long finely drawn out tip is inserted into the plasma 
and the plasma sucked up into it. 

Since the plasma will dilute the indicator, the indicator solution 
in the cup with the side neck is made stronger than that in the sodium 
carbonate solution used as a standard. The plunger cup on the left 
is filled with water. In the plunger cup on the right-hand side are 
placed 5cc. of sodium carbonate solution plus2 drops of 0.05 N Ba(OH)z 
solution and 3 drops of the indicator. In the cup with side neck on 
the left-hand side are placed 4.5 cc. of distilled water plus 3 drops of 
indicator, and oil is floated over it. ‘Then the tip of the pipette con- 
taining the plasma is introduced and 0.5 cc. of plasma is allowed to 
enter, and then stirred. Since the pipette is narrow, the portion of the 
plasma that has come in contact with the air is not used and does not 
diffuse into the portion that isused. In the accessory cup on the right- 
hand side is placed a mixture of 5 cc. of water plus 0.5 cc. of plasma, 
and the readings are made. Since the side neck cup on the left-hand 


_ side is 20 mm. deep, the readings in mm. on the right-hand side divided 


_ by 0.2 would give the percentage dissociation of the indicator. This 


is then found on the vertical scale in Fig. 67 and the horizontal line 
run to the diagonal marked O.C.T. The point of intersection is 
traced vertically and the pH read off. 

This method was standardized with ox serum in the Clark hydro- 
gen electrode at 27°. If there is any change in temperature or salt 
content or any variation in the indicator, it should be restandardized 
by finding one point on Fig. 67 and drawing a diagonal parallel to the 
one given for 27°. 

Since oil is troublesome to clean from the side neck of the cup, it is 
more convenient to use the cup shown in Fig. 63. This cup as made 
for McClendon, e¢ al., holds exactly 3 cc. when the cover is seated. It is 
filled to overflowing with a mixture’ of 4.5 cc. of water plus 3 drops 
of the indicator and 0.3 cc. of the plasma is introduced carefully at 
the bottom avoiding any mixing until the cover is seated. The cover 


is quickly seated and the cup is grasped in a towel and rotated until 


mixed, when it is placed below the plunger cup on the left. hand side 
of the colorimeter. The rest of the procedure is the same as the above. 
Note.—Dr. Sevringhaus of the University of Wisconsin Medical 


School found that barium carbonate precipitated so rapidly that he 
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substituted a gum mastic colloidal solution, made by dropping an 
alcoholic solution of gum mastic into the aqueous solution.?® 
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DETERMINATION OF CALCIUM 
See pages 139, 143 and 146, 


DETERMINATION OF MAGNESIUM 
See page 264. 


36 Private communication from Dr. J. F. McClendon. 
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DETERMINATION OF INORGANIC PHOSPHATE 
See pages 346, 348, and 353. 


DETERMINATION OF CHLORIDE 


See page 159. 


DETERMINATION OF SILICON IN TISSUE 


See page 366. 
For the nephelometric determination of a number of substances in 
biological material, see Volume IT. 


CHAPTER XLVIII 


URINE ANALYSIS 
TOTAL NITROGEN, UREA, AMMONIA AND AMINO-ACID NITROGEN 
DETERMINATION OF TOTAL NITROGEN IN URINE 


FoLIn AND FARMER! have developed a microchemical method for 
the determination of total nitrogen in urine, based on the Kjeldahl- 
Gunning process for decomposing nitrogenous materials and on the 
methods of Nessler and of Folin for the determination of ammonia. 
Rapidity in every stage of the procedure is obtained by reducing the 
amount of urine taken for an analysis. Only 1 cc. of diluted urine is 
used. This is digested with concentrated sulfuric acid, potassium 
sulfate, and a little copper sulfate as catalyzer. The potassium sul- 
fate is converted by the acid into potassium acid sulfate, which serves 
to raise the boiling-point of the sulfuric acid, and thus hastens the 
digestion. The reactions involved are, in general, illustrated in the 
determination of non-protein nitrogen in blood. (See p. 446.) 
The ammonia thus formed is liberated with an excess of alkali and 
carried over into an acid solution by means of an air current. The 
resulting solution is then treated with Nessler’s reagent and the color 
produced compared with that of a standard solution of an ammonium 
salt similarly treated. 

Bock and Benedict? have modified the Folin-Farmer procedure by 
distilling the ammonia instead of removing it by aspiration. They 
consider the distillation procedure more accurate than aspiration. 
Folin and others, however, find the aspiration procedure gives satis- 
factory results. A 

McCrackan, Passamaneck and Harman* recommend a simple 
apparatus that may be used for steam distillation, or aspiration, and 
that eliminates bumping and back suction. 

1J. Biol. Chem., 11, 493 (1912), 


2 J. Biol. Chem., 20, 47 (1915), 
3 J. Lab. Clin. Med., 11, 678 (1926). 
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An Erlenmeyer flask, A, Fig. 68, clamped in position on wire gauze, 
and filled a third or less full of distilled water containing one or two 
drops of concentrated sulfuric acid, is used asa steam generator. It 
has a safety tube, B, at least thirty inches long, which is slightly con- 
stricted at its lower end. A test tube is sometimes hung over the 
upper end to prevent the entrance of dust. A delivery tube, D, con- 
stricted a little at its lower end, leads through the rubber stoppers, C 
and E, from flask, A, into a tube or flask attached to rubber stopper, 
E. ‘The delivery tube, D, may be bent in such’ a way as to cause the 
bottom of the test tube to rest on the edge of the gauze that supports 
the flask, A, making it pos- 
sible to heat both with one 
burner. Similarly a second 
delivery tube, F, with a 
much constricted outlet, 
leads through rubber stop- 
pers, E and G, into dilute 
acid in a tube or volumetric 

' flask, J, which is attached 
- to rubber stopper, G. The 
tube, H, that leads from J, 
may be attached to a pump, 
if the apparatus is to be 
used for aérating. It can 
be further improved as 
aération apparatus by mak- 
ing the delivery tube, F, from one of Folin’s 30 cm. aération 
tubes, which ends in a bulb with numerous perforations, and it can be 
still further improved by causing the air entering flask A, to pass 
through another of these tubes substituted for tube B. This can be 
accomplished by removing B, or by capping B with a piece of rubber 
_ tubing plugged with a glass rod and having the Folin tube pass through 
a third hole in stopper, C, into the dilute acid in flask A. In such an 
_ arrangement it would only be necessary to remove the rubber cap 
from one of the tubes leading into flask A, to the other, to change an 
_aération outfit into one for distillation, or vice versa. 
Rose * has used an apparatus combining the aération and distilla- 
tion methods and uses perchloric acid and hydrogen peroxide in the 
_ 43, Biol. Chem., 64, 253 (1925). 
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digestion. The method is rapid and accurate. It should be pointed 
out, however, that the use of too much perchloric acid must be care- 
fully avoided, ® otherwise a serious loss of nitrogen will result from the 
oxidation of part of the ammonia to free nitrogen. 

In the direct Nesslerization method of Koch and McMeekin® the 
organic matter is destroyed by digestion with sulfuric acid and hydro- 
gen peroxide. The resulting solution is Nesslerized directly and 
matched against a standard. 

Folin and Denis’ have used a direct Nesslerization method in 
which a small amount of urine is digested with a phosphoric acid-sul- 
furic acid-copper sulfate mixture to destroy the organic matter. The 
resulting solution is treated directly with Nessler’s reagent and the 
color obtained matched against a standard. 


Metuop A: MicrocHEMIcAL METHOD oF FOLIN AND FARMER® 


Reagents. 

1. Sulfuric acid, sp. gr. 1.84. 

2. Hydrochloric acid, 0.1 N. 

3. Sodium hydroxide.. Use a saturated solution, 
4. Potassium sulfate. 

5. Copper sulfate, 5 per cent. 

6. Nessler’s reagent. (See p. 447.) 


7. Standard ammonium sulfate. Use only the pure salt. Pyri- 
dine bases are present in all ammonium salts. These bases titrate like 
ammonia but do mof react with Nessler’s: reagent. 

Pure ammonium sulfate may be prepared by decomposing a good 
grade of ammonium salt with sodium hydroxide and passing the 
liberated ammonia into pure sulfuric acid. The salt thus obtained 
is precipitated by the addition of alcohol, is redissolved in water, 
again precipitated with alcohol, and finally dried in a desiccator over 
sulfuric acid. = 

Pyridine-free ammonium salts can now be obtained on the market. 

Procedure.—Transfer 5 cc. of urine to a 50 cc. volumetric flask if 
the specific gravity of the urine is over 1.018, or to a 25 cc. flask if the 

5B. Mears and R. E. Hussey, J. Ind. Eng. Chem., 18, 1054 (1921); of. J. H. Yoe, 
Ann. chim, anal. chim. appl. [2], 7, 193 (1925). 
6 J. Am. Chem. Soc., 46, 2066 (1924). 


7J. Biol, Chem., 26, 486 (1916). 
8 J. Biol. Chem., 11, 493 (1912). 
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specific gravity is less than 1.018. The purpose is to dilute the urine 
so that its nitrogen content is between 0.75 and 1.5 mg. per cubic 
centimeter. The flask is filled to the mark with ammonia-free water 
and the solution thoroughly mixed. One cubic centimeter of the 
diluted urine is then measured into a large Pyrex test tube (20 to 25 
mm. X 200 mm.). Add to this 1 cc. of sulfuric acid, sp. gr. 1.84, 1 
gram of potassium sulfate, 1 drop of 5 per cent copper sulfate solution, 
and a small, clean, quartz pebble or glass bead (to avoid bumping). 
Boil the mixture over a micro-burner for about 6 minutes, i.e., about 2 
minutes after the mixture has become colorless, taking care not to have 
the flame so high as to unduly heat the test tube above the liquid. 
Allow the digestion mixture to cool (usually about 3 min.) until it 
begins to become viscous, but do not let it solidify. Add about 6 cc. 
of water, at first a few drops at a time, then more rapidly so as to pre- 
vent solidification. To this acid solution is then added an excess of 
sodium hydroxide (3 cc. of saturated solution—see Note 3) and the 
ammonia thus set free is aspirated by means of a rapid air current 
into a 100 cc. volumetric flask containing about 20 cc. of ammonia- 
free water and 2 cc. of 0.1 N hydrochloric acid. Figure 69 illustrates 
the apparatus for use with compressed air, Fig. 70 that for use with 
suction. In case suction is employed, collect the ammonia in a 
large Pyrex test tube containing 2 cc. of 0.1 N hydrochloric acid and 
about 5 cc. of ammonia-free water, and then transfer the ammonium 
salt to the volumetric flask with 40 or 50 cc. of ammonia-free water. 
The air current should be only moderately rapid for the first 2 minutes 
but thereafter it should be run for 8 minutes at the maximum speed the 
apparatus will permit. 

Dilute the contents of the flask to about 60 cc. with ammonia-free 
water, and similarly dilute 1 mg. of nitrogen in the form of ammonium 
sulfate in a second volumetric flask. Nesslerize both solutions as 
nearly as possible at the same time with 5 cc. of Nessler’s reagent, 
diluted, immediately before using, with about 25 cc. of ammonia-free 
water. When thus diluted turbidity is avoided. The two flasks are 
filled to the mark with ammonia-free water, mixed thoroughly, and 
the solutions matched in a colorimeter. 


Calculation. 


Reading of standard ; ; ; 
—_—_—__+—_——_———. = mg. nitrogen in the volume of urine taken. 
Reading of unknown 
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Notes. 


1. The color produced in the above reaction does not reach the 
maximum intensity until the end of about half an hour, but the 
increase is small and is immaterial to the result when the reagent is 
added as described, i.e., practically simultaneously to both unknown 
and standard solutions. 

2. The colors are easily matched. Diffused daylight is best but a 
fairly accurate reading may be made with an electric light provided 


Air 


Aire : 
from —> Suction 
Wash bottle 


Fic. 69.—Folin and Farmer Aération Fic. 70.—Folin and Farmer Aération Ap- 
Apparatus for use with Compressed paratus for use with Suction. [J. Biol. 
Air. [J. Biol. Chem., 11, 499 (1912)] Chem., 11, 500 (1912)]. 


a sheet of smooth white paper is interposed between the source of light 
and the colorimeter. Careful adjustment of the instrument so as to 
obtain equal illumination in both fields is, of course, necessary. 

3. The 3 cc. of saturated sodium hydroxide solution is conveniently 
added to the digestion mixture by sucking it up into a glass tube 
which extends to the bottom of the test tube and through which the 
air is forced through the alkaline mixture. By means of a short 
rubber tube and a pinchcock the tube is temporarily used as a eae 
to transfer the alkali, 
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Metuop B: Bock-BENEpDICT MODIFICATION OF THE FOLIN-FARMER 
Metuop 2? 


Reagents.—Same as those used in Method A. 

Procedure.—The distillation apparatus is illustrated in Fig. 71. 
It consists of a small 
Liebig condenser made as 
follows: A piece of glass 
tubing 30 mm. X 150 
mm. is fitted on each 
end with a double-holed 
stopper. A long glass 
tube with an inside di- 
ameter about 5 mm. is 
inserted through the 
stoppers and serves as 
a condensing tube. ‘Two 
short bent tubes serve 
as inlet and outlet for 
the cooling water. The 
lower end of the condenser tube is connected with an old pipette (to 
prevent back suction) which extends into the volumetric flask used as a 
receiver. The distillation test tube is fitted with a two-hole rubber 
stopper. ‘Through one hole passes a long tube, reaching almost to the 
bottom of the test tube, while through the second hole passes a short 
tube, bent for connecting to the condenser. 

The digestion is carried out as directed by Folin and Farmer. After 
the mixture has partially cooled, add 7 cc. of ammonia-free water. Fill 
the long tube with 3 cc. of saturated sodium hydroxide solution by 
suction and close by means of a short rubber tube and a pinchcock. 
Stopper the test tube by inserting the two-holed rubber stopper and 
connect the outlet with the condenser. Two cubic centimeters of 0.1 
N hydrochloric acid and enough ammonia-free water to cover the con- 
necting tube are put into the receiving flask. The alkali is run into 

_ the test tube, the liquids mixed by blowing a few bubbles of air through 
_ the apparatus, and the mixture then heated to vigorous boiling (over 
a large free flame), the distillation being continued until a separation of 
salts occurs in the test tube and the mixture begins to bump. The 

® J. Biol. Chem., 20, 47 (1915). | 


Fic. 71.—Bock and Benedict Distillation Apparatus. 
[J. Biol. Chem., 20, 57 (1913).] 
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distillation requires about 2 minutes. When distillation is complete, 
disconnect the test tube from the condenser and wash the latter with 
a few cubic centimeters of water. Dilute the liquid in the receiving 
flask and Nesslerize as in the Folin and Farmer method. (See p. 503.) 


Notes. 


1. It is advisable for a person, using this method for the first time, 
to check his results carefully. 
2. Use only ammonia-free reagents. 


Metuop C: Drrect NESSLERIZATION METHOD OF KOCH AND 
McMEeExkin!° 
Reagents. 


1. Sulfuric acid, 1:1 

2. Hydrogen peroxide, 30 per cent. Use Merck’s Superoxal or 
Kahlbaum’s Perhydrol. Keep in a cool place and away from direct 
sunlight. Do not allow the liquid to come in contact with the skin. 
Its vapors are very irritating to the mucous membrane, and, hence, a 
pipette must not be used in the usual way to measure out the liquid. 
Since hydrogen peroxide solutions may contain appreciable amounts 
of nitrogen, a ‘‘ blank ” determination must be made on each new lot 
and a correction applied to the analyses if necessary, or the peroxide 
should be properly redistilled from a slightly acid solution before it is 
used, 

3. Modified Nessler-Folin reagent. Dissolve 22.5 grams of iodine 
in 20 cc. of water containing 30 grams of potassium iodide. After 
the solution is complete, add 30 grams of pure metallic mercury, and 
shake the mixture well, keeping it from becoming hot by immersing 
in tap water from time to time. Continue this until the supernatant 
liquid has lost all of the yellow color due to iodine. Decant the super- 
natant aqueous solution and test a few drops with about 1 cc. of a 1 
per cent soluble starch solution. Unless the starch test for iodine is 
obtained, the solution may contain mercurous compounds. To the 
remaining solution add a few drops of an iodine solution of the same 
concentration as employed above, until a faint excess of free iodine can 
be detected by adding a few drops to 1 cc. of the starch solution. 
Dilute to 200 cc. and mix well. 


10 J, Am, Chem. Soc., 46, 2066 (1924). 
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To 975 cc. of an accurately prepared 10 per cent sodium hydroxide 
solution, now add the entire solution of potassium mercuric iodide 
prepared above. Mix thoroughly and allow to clear by standing. 

This solution is to be used in the proportion of 10 cc. per 100 cc. of 
solution to be Nesslerized, except in special cases where a great excess 
of acid is present, as in the direct Nesslerization methods. In such 
methods one should aim to add an amount of the reagent sufficient to 
insure the same alkalinity in the unknowns as in the standards. 

This modified reagent is an improvement over the Folin-Nessler 
reagent in that the solution never separates a dark green precipitate of 
mercurous compounds and also that it is not likely to cause turbidity 
when added to the ammonia solutions. The reagent is very slightly 
more sensitive than the original and the Nesslerized solutions remain 
clear for days. 

4. Standard ammonium sulfate solution.—Prepare a solution con- 
taining 1 mg. of nitrogen per 5 cc. Use only ammonium sulfate 
known to be free from pyridine bases. (See p. 502.) 

_ Procedure.—Transfer 5 cc. of the well-mixed urine to a 50 cc. 
graduated flask, dilute to the mark and thoroughly mix. (If the 
specific gravity of the urine is over 1.018, dilute to 100 cc.) The 
amount taken for analysis should contain between 0.3 and 1.0 mg. of 
nitrogen. 

Pipette 1 cc. of the diluted urine into a Pyrex test tube (20 X 2.5 
cm.). Add to this 1 cc. of the 1:1 sulfuric acid and heat the tube 
over a free flame (with shaking) or on a sand-bath until the water has 
been driven off. Then heat over a micro-burner until dense white 
fumes of sulfuric acid fill the tube. Let cool 20 or 30 seconds, add 1 
to 5 drops of 30 per cent hydrogen peroxide solution, and continue 
heating over the micro-burner. If the liquid remains colorless upon 
reheating until dense white fumes appear, continue gentle boiling for 
2 to 5 minutes. Should the liquid again become discolored, add 
several drops of the peroxide and repeat the heating. After digestion 
is complete, cool the liquid, transfer it quantitatively to a 100 cc. volu- 
metric flask, and dilute to about 75 cc. Then add 15 cc. of the mod- 
ified Nessler-Folin reagent, make up to 100 cc., mix well, and after 
5 to 20 minutes compare with a standard. To prepare the standard, 
mix 1.5 to 5 cc. of the standard ammonium sulfate solution (represent- 
ing 0.3 to 1.0 mg. N) and 1 cc. of 1 : 1 sulfuric acid solution in a 100 cc. 
volumetric flask, dilute to about 75 cc., add 15 cc. of the modified 


; 
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Nessler-Folin reagent, dilute to the mark, and thoroughly mix. Pre- 
pare the standard along with the unknown. 


Calculation. 
Reading of standard & mg. N in standard 


= mg. of nitrogen per cubic 
centimeter of diluted 
urine used. 


Reading of unknown 


Notes. 


1. A factor which must be carefully controlled is the volume of 
Nessler reagent added, because the variation in alkalinity affects the 
intensity of the color. It requires approximately 8.3 cc. of the mod- 
ified Nessler reagent (containing 8.4 per cent of sodium hydroxide) to 
neutralize the acid used in the digestion. If now an additional 6.7 cc. 
of Nessler reagent is added for every 100 cc. of final volume Nessler- 
ized, very nearly the same alkalinity will be obtained in every dilution, 
that is, a titratable alkalinity equivalent to about 0.56 per cent sodium 
hydroxide. The most satisfactory results are obtained by always pre- 
paring the standards containing 1 cc. of the 1 : 1 sulfuric acid in exactly 
the same volumes as the unknowns. By so doing the alkalinities and 
excess of reagent are so nearly identical that theoretical values are 
easily obtained. When the Nesslerization is conducted in a 50 cc. 
volume, 12 cc. of the Nessler reagent should be used, and the standard 
should be similarly prepared in a 50 cc. volume. 

2. Koch and McMeekin do not recommend the use of this macro- 
procedure in place of the usual macro-Kjeldahl because the reagent 
is costly as compared with potassium and copper sulfates. They do, 
however, consider the use of hydrogen peroxide very desirable in 
preventing the troublesome foaming so common with substances high 
in fats and carbohydrates. Moreover, the method is very rapid. 

3. No ammonia is lost in this digestion, even in the presence of 
chlorides. Also, changes in alkalinity or in concentration of sulfate 
brought about by differences in length of time of digestion are negli- 
gible factors. 


Metuop D: Direct NESSLERIZATION. METHOD OF FOLIN AND DENis!1 
_ Reagents. 


1. Sodium hydroxide, 10 per cent. 
2. Phosphoric-sulfuric acid-copper sulfate see Mix 100 cont 
11 J, Biol. Chem., 26, 486 (1916). wAtonts | 


Fas 
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of sulfuric acid, sp. gr. 1.84, 300 cc. of 85 per cent phosphoric acid, 
and 15 cc. of 10 per cent copper sulfate solution. Filter if necessary 
and keep well stoppered. Use only ammonia-free reagents. 
3. Nessler reagent. Use a Nessler reagent containing 5 to 6 per 
cent mercuric potassium iodide, HgIz-KI, and 2 per cent sodium hy- 
droxide. 
4, Standard ammonium sulfate solution. Prepare a solution con- 
taining 1 mg. of nitrogen per 20 cc. Use only pyridine-free ammo- 
nium sulfate. (See p. 502.) 
Procedure.—Use urine diluted so that 1 cc. contains from 0.7 to 
1.5 mg. nitrogen. When the urine has a specific gravity of 1.018 or 
less it should be diluted 1 to 5; when the specific gravity is between 
1.018 and 1.030, dilute 1 to 10; and when over 1.030, dilute 1 to 20. 
Transfer with an Ostwald pipette 1 cc. of the diluted urine to a large 
Pyrex test tube, and with an ordinary pipette add 1 cc. of the phos- 
phoric-sulfuric acid-copper sulfate solution. Drop into the tube a 
clean, quartz pebble or a piece of granite to avoid bumping, and heat 
over a micro-burner until almost all of the water has been expelled 
as indicated by the absence of foaming and the appearance of dense 
white fumes of sulfuric acid. This should require only 2 or 3 minutes. 
When the fumes appear, cover the test tube with a watch-glass and 
continue heating at a rate which will keep the tube filled with the acid 
fumes but with very little escaping. Within 3 minutes from the time 
the tube is closed the digestion mixture should become clear, and 
bluish or light green. Continue gentle heating for 30 to 60 seconds. 
The total heating period must not be less than 2 minutes, counting 
from the time the tube was closed. Remove the flame, let the tube 
cool for 2 minutes, add water, and rinse the digestion mixture into a 
250 cc. volumetric flask with about 150 cc. of water. 
Determine the acid content in 1 cc. of the phosphoric-sulfuric acid 
mixture by titrating with 10 per cent sodium hydroxide solution, using 
phenolphthalein as indicator. ‘Then add to the diluted digestion mix- 
ture 1.4 times the titrating value obtained, plus 2 cc. for alkalinity. 
Into another 250 cc. volumetric flask, introduce 20 cc. of the standard 

ammonium sulfate solution and 1 cc. of the phosphoric-sulfuric acid 
“mixture. Dilute with about 125 cc. of water, add the same amount of 
sodium hydroxide as added to the unknown and mix well. Then add 
to each flask 15 cc. of the Nessler reagent, mix quickly, fill to the 
ark with water, and thoroughly mix. 
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In case the unknown is turbid, centrifuge or filter (through a small 
cotton plug) a portion to obtain a crystal-clear solution before Nessler- 
izing. If the white sediment (silica) after Nesslerizing is mixed with 
a red depesit the determination was not successful and it must be 
repeated. Place the unknown and standard in the colorimeter cups 
and compare their colors. 


Calculation. 


Reading of standard 


= mg. of nitrogen in the amount of diluted urine 


ading nknown 
Reading of unknow ieee 


Note.—It is advisable to run a “ blank ”’ determination on the 
reagents. 


DETERMINATION OF UREA 


The urea is converted into ammonium carbonate by means of the 
enzyme urease, in the presence of a phosphate buffer solution which 
also catalyzes the conversion. The ammonia may be distilled off, 
removed by aération, or determined directly by Nesslerization. 


Metuop A: Direct NESSLERIZATION METHOD OF FOLIN AND 
YouNGBURG !2 


Reagents. 


1. ““ Permutit.”’ This material is a synthetic aluminum silicate 
obtained from the Permutit Company, New York City. Use only 
60 to 80 mesh preparation. When added to water it should settle 
in a few seconds and should not make the water turbid. It may be 
used repeatedly if after each use it is first washed with water, then with 
2 per cent acetic acid solution, and finally with water. 

2. Alcoholic urease solution. Place about 3 grams of ‘‘Permutit” in 
a flask, wash once with 2 per cent acetic acid solution and twice with 
water. Add 5 grams of fine jack bean meal and 100 cc. of 30 per cent 
alcohol. Shake gently but continuously for about 15 minutes and 
filter. The filtrate contains practically the whole of the urease and 
extremely little other materials. 

3. Buffer solution. Dissolve 142 grams of NazHPO, and 120 


2 Folin and Youngburg, J. Biol. Chem., 38, 111 (1919); Youngburg, ibid., 45, 319 
(1921). , , 
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grams of NaH2POs (or the equivalent amounts of the crystalline salts) 
in water and dilute to a liter. 

4. Nessler’s reagent. See page 447 for the preparation of Nes- 
sler’s reagent according to Folin and Wu. 

5. Standard ammonium sulfate solution. Use only pyridine-free 
ammonium sulfate. (See p. 502.) . 

Procedure.—Dilute 5 cc. of urine to 50 cc. (10 to 50 if very dilute 
urine) and mix well. Place 3 to 4 grams of dry “ Permutit ” in a wide- 
bottom flask, preferably a 200 or 250 cc. volumetric flask, and add 20 
to 25 cc. of the diluted urine. Agitate for 5 minutes. Allow to settle 
about 30 seconds and then pour through a thin filter paper (known to 
be free from an appreciable amount of ammonia). If there is no 
“Permutit dust,’ the urine may be decanted without filtering. The 
ammonia is completely removed. 

Add 1 cc. of the alcoholic urease solution and 1 drop of the buffer 
solution to 1 cc. of the diluted urine (dilution usually 1 : 10) in a test 
tube, and digest in a beaker of warm water (40-55° C.) for 5 minutes or 
at room temperature for 15 minutes. Then transfer the contents of 
' the tube to a 200 cc. volumetric flask and dilute to about 150 cc. with 
ammonia-free water. Prepare a standard in another 200 cc. flask by 
adding 1 mg. of nitrogen in the form of ammonium sulfate and 1 cc. of 
the urease solution, and dilute to about 150 cc. with ammonia-free 
water. Then add 20 cc. of Nessler’s reagent to each flask, dilute to the 
mark, mix thoroughly, and compare the two solutions in a colorimeter. 


Calculation. 
Reading of standard 


- = mg. urea N in 0.1 cc. of undiluted urine. 
Reading of unknown 


MetuHop B: RosE AND COLEMAN COLORIMETRIC MODIFICATION OF 
THE VAN SLYKE AND CULLEN TITRATION MeEtTHOD!? © 


Reagents. 

1. Hydrochloric or sulfuric acid, 0.02 N. 

2. Potassium carbonate. Use a saturated solution. 

3. Enzyme reagent. Dissolve 2 grams of enzyme preparation, 0. 6 
gram of KesHPOu, and 0.4 gram of KH2POs, in 10 cc. of water. Cover 

13 Rose and Coleman, Biochem. Bull., 3, 411 (1914); Van Slyke and Cullen, J. Biol. 
Chem., 19, 141 (1919); see also, Van Slyke and Cullen, J. Am. Med. Assocn., 62, 1558 


(1914); cf. Hawk and Bergeim, Practical Physiological Chemistry, 9th ed., p. 722, P. 
Blakiston’s Son and Co., Philadelphia, 1926. 
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the slightly opalescent solution with toluene. The solution will retain 
its activity for two weeks. 

Satisfactory preparations of urease in tablet or powder form may 
be obtained from Hynson, Westcott, and Dunning, Baltimore, Md., 
and from the Arlington Chemical Co., Yonkers, N. Y. For a method 
of preparing the urease, see Van Slyke and Cullen, J. Biol. Chem., 19, 
211 (1914). 

4, Caprylic alcohol. 

5. Standard ammonium sulfate solution. Use only the pure salt. 
(See p. 502.) 

Procedure.—Figure 72 illustrates the aération apparatus of Van 
Slyke’ and ~Cullem==" and 
their technique is as follows: 
XY Feat Dilute 5 cc. of urine to 50 cc. 

’ with ammonia-free water. 
Add to tube A, 5 cc. of the 
diluted urine, 1 drop caprylic 
alcohol (to prevent frothing), 
and 1 cc. of the enzyme re- 
agent. Stopper tube A as 
shown in the figure and let 
stand for 15 minutes to 
allow complete decomposi- 
tion of the urea. No harm 
is done if the solution stands 
longer, but the time must not 
be cut shorter unless more 
enzyme is used. While the 
enzyme is acting, measure 
into tube B 25ugeepet 0.02 
N_ hydrochloric or sulfuric 
acid and connect the tubes 
as shown in the figure. After 
the solution in tube A has stood 15 minutes, aspirate for one-half 
minute to remove any free ammonia. Then introduce into tube A 5 
cc. of a saturated solution of potassium carbonate, close the tube at 
once, and aspirate until all the ammonia has been carried over into 
tube B. From 5 to 30 minutes will be required to complete the aspira- 


14 J, Biol. Chem., 19, 217 (1914). 


Fic. 72.—Van Slyke and Cullen Aération 
Apparatus. 
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tion, depending upon the type of pump employed. When aspiration 
is complete, disconnect, taking care to avoid back suction, and Ness- 
lerize the solution in B as in the Folin and Farmer method for total 
nitrogen. (See p. 502). Compare the Nesslerized unknown and 
standard solutions in a colorimeter. 


DETERMINATION OF AMMONIA 


METHOD OF FOLIN AND BELL or “ PeErmMutiIt’”’ Metuop 15 


The development of this method arose from the need of a suitable 
absorbent for ammonia to take the place of Merck’s purified blood 
charcoal which was not available in America during the World War. 
Other charcoals were found unsatisfactory since they failed to abstract 
creatinine. The substance finally adopted by Folin and Bell is a 
synthetic mineral, an “ aluminate silicate”’ or “ exchange silicate,” 
a zeolite, discovered by Gans.1® It possesses in a high degree the 
peculiar absorptive properties characteristic of some of the natural 
_ zeolites, and is manufactured and used on a large scale for the ‘‘ soften- 
ing ”’ of water and for other industrial purposes. The crude product 
is sold under the trade name ‘‘ Permutit ” and a purified form is used 
for ammonia determinations. 

The essential mechanical feature of the new reagent is that it is a 
clean, moderately fine (60 to 80 mesh for ammonia), insoluble powder 
which gives off no dust or turbid material to water, and settles, like 
sea sand, from water in the course of a few seconds. By virtue of this 
novel feature the absorbed ammonia can be separated quickly by de- 
cantation of the solution which contained it. 

The removal of ammonia by this mineral reagent is not an adsorp- 
tive phenomenon. “ The reagent is a complex insoluble sodium salt 
containing active, i.e., easily replaceable, sodium, and the absorption 
of ammonia involves the replacement of a part of this sodium by 
ammonia. The chemical affinity of the active group in the reagent 
for ammonia is remarkably strong, so that under suitable conditions 
the exchange becomes quantitative as far as the ammonia is con- 
cerned. The reaction is a reversible one, however, and in the presence 
of more than small amounts of soluble sodium salts, or other electro- 
lytes, the equilibrium reached does not represent a quantitative 


15 J, Biol. Chem., 29, 329 (1917). 
16 Jahrb. k. preuss. Geol, Landesanstalt, 26, 179 (1905); ibid., 27, 63 (1906). 
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absorption of the ammonia.” !’ Notwithstanding the balanced char- 
acter of the reaction, there is, however, an adequate margin of safety 
when working with urine, provided an attempt is not made to work 
with too much ammonia. 

Although the chemical reaction involved in the absorption of 
ammonia by this reagent is apparently one between a solid and a solu- 
tion, it should be mentioned that the solid powder contains about 20 
per cent of water of hydration and that removal of this water by heat 
causes a loss in the activity of the reagent. Even gentle dry heat 
(100° C.) greatly reduces the activity of the reagent. 

Ammonia is absorbed best from neutral solutions, but is also 
absorbed well from weakly acid solutions. The presence of much acid 
should be avoided since the reagent is soluble in acids. Ammonia 
is not absorbed in alkaline solutions. Indeed, the usefulness of the 
reagent depends on the fact that upon the addition of alkali hydroxide 
the absorbed ammonia is again set free. 

Everyone purchasing a supply of the reagent should determine for 
himself how long the Nesslerization mixture must stand to develop 
the maximum intensity of color. Folin and Bell found that with their 
reagent not less than 95 per cent of the theoretical value was obtained 
in 2 to 3 minutes, and substantially theoretical figures were obtained 
in 10 to 15 minutes, or less. If the absorbed ammonia is left in the 
powder over night the liberation of ammonia takes a little longer and 
the result may be 2 to 3 per cent low. 

An important characteristic of the ‘ Permutit ” reagent is that it 
does not appreciably deteriorate with use. After washing away the 
Nesslerized ammonia and surplus alkali first with water, then with 2 
per cent acetic acid, then once more with water, the powder remain- 
ing is just as efficient as before for the absorption of more ammonia. 
In practice, the single charges may be rinsed slightly and poured into 
a cylinder until a sufficient quantity for recovery has been collected. 


Reagents. 


1. Sodium hydroxide, 10 per cent. 
2. “ Permutit.”’ 


3. Nessler’s reagent. Use the modified Nessler-Folin reagent. 
(See p. 506.) 


17 Folin and Bell, loc. cit. 


St 
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Procedure.—Place about 2 grams of “ Permutit”’ in a 200 cc. volu- 
metric flask, add about 5 cc. of water (no more), and with an Ostwald 
pipette introduce 1 or 2 cc. of urine, or with a 5 cc. pipette introduce 5 cc. 
of previously diluted urine (corresponding to 1 or 2 cc. of the original 
urine). With urines having a very low ammonia content it may be 
necessary to use more urine (5 cc.), but insofar as it is practicable, it 
is better not to use more than 2 cc. and to employ a weaker standard 
(0.5 mg. of ammonia nitrogen) for the color comparison. Rinse down 
the added urine by means of 1 to 5 cc. of water, and shake gently but 
continuously for 5 minutes. Rinse the powder to the bottom of the 
flask by the addition of 25 to 40 cc. of water and decant. Add water 
once more and decant. (In the case of urines rich in bile it is advisable 
to wash once or twice more.) Add a little water to the powder, intro- 
duce 5 cc. of 10 per cent sodium hydroxide, mix, and then add more 
water until the flask is about three-fourths full. Shake for a few 
seconds and then add 10 cc. of Folin’s modified Nessler reagent. Mix, 
let stand for 10 minutes (or longer), fill to the mark, thoroughly mix 


_ and compare in a colorimeter with a 1 mg. nitrogen standard similarly 


prepared. Unless the standard is deep red and perfectly clear it must 
be discarded and a fresh one made up. 


Calculation. 


Reading of standard 


= mg. of ammonia nitrogen in the amount of 


ading of unknown . 
Re 8 urine used. 


DETERMINATION OF AMINO-ACID NITROGEN BY THE METHOD 
OF FOLIN 18 


The urine is first treated with ‘‘ Permutit ”’ to remove ammonia and 
then with naphthaquinone sulfonic acid, which gives a red color. The 
colored solution is matched against a standard amino-acid solution. 


Reagents. 


1. Sodium carbonate solution. Dilute 50 cc. of an approximately 


_ saturated solution to 500 cc. Titrate 20 cc. of 0.1 N hydrochloric acid 


with the carbonate solution, using methyl orange as an indicator. 
Dilute the carbonate solution so that 8.5 cc. are equivalent to 20 cc. of 
0.1 N acid. This gives about a 1 per cent carbonate solution. 


18 J. Biol. Chem., 51, 393 (1922). 
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2. Acetic acid-acetate solution. Mix 100 cc. of 50 per cent acetic 
acid with 100 cc. of a 5 per cent solution of sodium acetate. 

3. Sodium thiosulfate solution. Prepare a 4 per cent solution of the 
crystalline salt. 

4, Amino-acid reagent. Prepare a 0.5 per cent solution of the 
sodium salt of 6-naphthaquinone sulfonic acid. Use a freshly prepared 
solution. For a method of preparing the quinone, see Folin, J. Biol. 
Chem., 51, 386 (1922). 

5. Standard amino-acid solution. The following may be used: 
Glycocoll, leucine, tyrosine, or phenylalanine. Prepare a solution 
containing 0.1 mg. of nitrogen per cubic centimeter. 

Procedure.—Dilute 5 or more cc. of urine to a volume of 25 cc. 
in a 50 cc. Erlenmeyer flask. Add 2to3 grams of “ Permutit”!9 and 
agitate very gently, but continuously, for 5 minutes. Decant the 
supernatant urine into another 50 cc. flask. Again add 2 to 3 grams 
of “ Permutit,” and shake as before for 5 minutes. By this double ex- 
traction with ““Permutit”’ every trace of ammonia is removed. Decant 
the supernatant urine into a flask or test tube. It may be a little 
turbid, but this fact does not interfere with the determination. 

To test tubes graduated at 25 cc. add 1, 2, and 3 cc., respectively, 
of a standard glycocoll solution in 0.1 N hydrochloric acid plus 0.2 per 
cent of sodium benzoate. ‘This standard solution should contain 0.1 
mg. of glycocoll nitrogen per cubic centimeter. To these tubes add 
1, 2, and 3 cc., respectively, of the 1 per cent sodium carbonate solu- 
tion (1 cc. of sodium carbonate for each cubic centimeter of 0.1 N 
hydrochloric acid present). Dilute the contents of each test tube to a 
volume of 10 cc. 

Transfer 5 cc. of the ammonia-free (usually diluted) urine to 
another test tube graduated at 25 cc. Add 1 cc. of 0.1 N hydrochloric 
acid and 1 cc. of the 1 per cent sodium carbonate solution. Dilute to 
10 cc. Dissolve 250 mg. of the amino-acid reagent in 50 cc. of water, 
and add 5 cc. of this solution to each standard and to the unknown 
urine. ; 

Mix and set in a dark place overnight. It is often advisable to 
take out the test tubes and inspect them after they have stood 10 to 


19 The special ““Permutit” to be used is that prepared by the Permutit Company of — 
New York. The product is now probably obtainable from any of the leading American 
dealers in chemicals. It is, of course, essential to know that the product is active 
towards ammonia, 


eee 
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15 minutes. If the test tube containing the urine appears much darker 
than the darkest standard, as may happen, especially in connection 
with experiments planned to produce excessive amino-acid excretion, 
it is, of course, necessary to start another sample of the urine, taking 
only 1, 2, or 3 cc. and treating it in the same way as the first sample, not 
omitting to provide for a final volume of 15 cc. 

The following day the standard and the unknown or unknowns are 
first acidified by the addition of 1 cc. of the acetic acid-acetate solu- 
tion. ‘To each are then added 5 cc. of the 4 per cent sodium thiosul- 
fate solution. The contents of all the tubes are diluted to a volume 
of 25 cc. and, after mixing, the color of the unknown is read against 
that of the standard having most nearly the same intensity of color. 

For the calculation it is, of course, essential to know which stand- 
ard is used, and the actual volume of undiluted urine taken for the 
determination. 


CHAPTER XLIX 


URINE ANALYSIS—Continued 


CREATININE, CREATINE, URIC ACID, SUGAR, PROTEINS, PHENOLS, 
MANGANESE, HYDROGEN ION, ETC. 


DETERMINATION OF CREATININE 


WHEN creatinine and an alkaline solution of picric acid are mixed, 
a red solution is obtained, due to the formation of a red tautomer of 
creatinine picrate. This reaction is known as Jaffé’s reaction. (See 
p. 457.) 

Until 1914,! half normal potassium bichromate solution was used 
as the standard for measuring the color obtained in the reaction of 
creatinine with picric acid and alkali hydroxide. ‘‘ That the bichro- 
mate has been serviceable for the purpose is evidenced by the fact 
that no other standard has ever been proposed. Potassium bichro- 
mate is, however, by no means ideal as a general standard of measure 
for the color comparisons involved in creatinine determinations. For 
determinations in ordinary urines containing 7 to 15 mg. of creatinine 
in a volume of 5 to 15 cc. it may be regarded as satisfactory. For 
more dilute urines (or creatinine solutions) obtainable in unlimited 
quantities, a fair degree of accuracy can be obtained with the bichro- 
mate standard by using the proportions of picric acid and alkali rec- 
ommended by Shaffer. 2 

“The use of the rigid bichromate standard imposes distinct and 
wholly unnecessary limitations on the applications of a remarkably 
flexible analytical method, and now that pure creatinine compounds 
can be prepared from urine with very little work, and pure creatinine is 
not costly, it seems a mistake to continue the use of the bichromate 
except perhaps for purely routine determinations in the course of 
ordinary urine analysis.”’ ® 

10, Folin, J. Biol. Chem., 17, 469 (1914). 


2 J. Biol. Chem., 18, 527 (1914). 
30, Folin, J. Biol. Chem., 17, 469 (1914). 
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Reagents. 


1. Picric acid. Prepare a saturated solution. For the prepara- 
tion of picric acid, see page 457. 

2. Sodium hydroxide, 10 per cent. 

3. Standard creatinine solution. Dissolve 1 gram of pure crea- 
tinine (or, better, 1.602 grams of creatinine zinc chloride) in sufficient 
0.1 N hydrochloric acid to make a liter, and mix thoroughly. One 
cubic centimeter contains 1 mg. of creatinine. 

For the preparation of pure creatinine, see Folin, J. Biol. Chem., 
17, 163 (1914) and Benedict, ibid., 18, 182 (1914). See also Edgar and 
Hinegardner, zbid., 56, 881 (1923). For Edgar’s method of preparing 
pure creatinine zinc chloride, see page 459. 

Procedure (Folin).A—One cubic centimeter of the standard 
creatinine solution is measured into a 100 cc. volumetric flask and 1 cc. 
of the urine into another; 20 cc. of saturated picric acid solution 
(measured with a cylinder) are added to each and then 1.5 cc. of 10 
per cent sodium hydroxide solution. At the end of 10 minutes the 
flasks are filled up to the mark with water and the color of the unknown 
is determined. 


Calculation. 


Reading of standard 


: = mg. of creatinine in the amount of urine used. 
Reading of unknown 


If the urine shows less than two-thirds or more than one and one- 
half times the creatinine of the standard the determination should be 
repeated with more or with less urine. 

Note.—In case it is desirable to use 5 or 10 cc. of urine (or 5 or 
10 mg. of creatinine) the proportions of picric acid and alkali which 
will give stable colored solutions should be determined. 


DETERMINATION OF CREATINE 


When creatine is boiled with acid it is converted into creatinine by 
dehydration. By determining the creatinine content before and after 
the acid treatment, the amount of creatine originally present can be 
calculated. One gram of creatinine = 1.159 grams of creatine. 


4J. Biol. Chem., 17, 469 (1914). 
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Metuop A: THe FoLin-BENEDICT METHOD® 


Reagents. 


1. Hydrochloric acid, 1 N. 

2. Picric acid. Use a saturated solution. (For a method of pre- 
paring pure picric acid, see p. 457.) 

3. Sodium hydroxide, 10 per cent. 

4. Rochelle salt. 

5. Lead. Use powdered or granulated metallic lead. 

6. Standard creatinine solution. (See p. 459.) 

Procedure.—Measure out a volume of urine which contains 
between 7 and 12 mg. of total creatinine and transfer it to a small flask 
or beaker. Add 10 to 20 cc. of 1 N hydrochloric acid and a pinch or 
two of powdered or granulated lead. Boil the mixture over a free 
flame as slowly or as rapidly as may be desired, until very nearly down 
to dryness, and then continue heating to dryness either on a water- 
bath, or by simply holding the vessel in the hand and heating care- 
fully for a moment or two. Let the residue stand on a water-bath for 
a few minutes until most of the excess of hydrochloric acid has been 
expelled, after which it is dissolved in about 10 cc. of hot water and 
the solution rinsed quantitatively through a plug of cotton or glass 
wool (to remove all metallic lead) into a 500 cc. volumetric flask. 
Add 20 to 25 cc. of saturated picric acid and 7 or 8 cc. of 10 per cent 
sodium hydroxide solution, which contains about 5 per cent of Rochelle 
salt. (See Note 1.) Fill the flask to the mark with water, mix 
thoroughly, and at the end of 5 minutes compare against a standard. 

Calculation.—Calculate the creatinine of the solution in the same 
way as given on page 519. From this value subtract the value for 
the creatinine content of the urine before dehydration. The differ- 
ence is the creatine content of the original urine in terms of creatinine. 


Notes. 


1. The Rochelle salt is added to prevent any formation of tur- 
bidity, which otherwise may occur, owing to the presence of traces of 
dissolved lead. The tartrate has no effect whatever upon creatinine 
readings. 

2. The above method “ has been tested with pure creatine solu- 


5 Benedict, J. Biol. Chem., 18, 191 (1914), 


DETERMINATION OF CREATINE 521 


tions of widely varying concentration (from 1 mg. to 1 gram in 20 cc.), 
with normal and creatine-containing urines (human and dog), with 
urines to which known amounts of creatine have been added, and with 
beef and muscle extracts. The results have been invariably within 
the limits of accuracy of the colorimeter. ... It is not, however, 
applicable to urines containing glucose.”’ ® 

For diabetic urines use the following procedure of Folin:? Mix 10 
cc. of urine and 5 cc. of 1 N hydrochloric acid and heat the solution on 
a water-bath for 3 hours. Then dilute to 50 cc., and mix. Neutralize 
25 cc. of the diluted solution and determine the “ total creatinine ”’ as 
in the case of creatine alone. 

The slight darkening of the urine-hydrochloric acid mixture upon 
heating does not interfere with the analysis, since the solution is 
subsequently diluted. 


MetHop B: MicrocHEeMIcAL MeEtHop oF Fo.Lin® 


Enough urine to give 0.7 to 1.5 mg. of creatinine is measured into 
a weighed Erlenmeyer Pyrex flask (capacity 200 cc.). To this are 
added 20 cc. of saturated picric acid solution, about 130 cc. of water, 
and a few very small pebbles to promote even boiling. The mixture is 
gently boiled (preferably over a micro-burner) for about one hour. 
At the end of this time, increase the heat and boil down the solution 
to a little less than 20 cc. Weigh, and add enough water to make 
the total solution equal to 20 to 25 grams. Cool the solution in run- 
ning water, add 1.5 cc. of 10 per cent sodium hydroxide solution and 
determine the ‘“ total creatinine”’ as in the pre-formed creatinine 
using 1 mg. of creatinine as standard. 


Notes. 


1. The above procedure has been found to give quantitative 
results even in the presence of as much as 25 mg. of urea nitrogen, and 
50 mg. of glucose, cane sugar, lactose, or levulose. 

2. By heating the urine-acid mixture in an autoclave at a tempera- 
ture of 117 to 120° C., the analysis may be considerably shortened. 

6 Benedict, J. Biol. Chem., 18, 193 (1914.) 


1Z. physiol. Chem., 41, 222 (1904). 
8]. Biol. Chem., 17, 472 (1914). 
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DETERMINATION OF URIC ACID BY THE BENEDICT AND FRANKE 
DIRECT COLORIMETRIC METHOD ® 
This method is based upon the blue color obtained when diluted 
urine is treated directly with an arseno-phosphotungstic acid reagent. 
and sodium cyanide. 


Reagents. 

1. Sodium cyanide, 5 per cent. (Poisonous!) Prepare fresh 
about every 2 months. 

2. Arseno-phosphotungstic acid reagent. Dissolve 100 grams of 
pure sodium tungstate in about 600 cc. of water, add 50 grams of 
pure arsenic pentoxide, 25 cc. of 85 per cent phosphoric acid, 20 cc. of 
concentrated hydrochloric acid, boil the mixture for about 20 minutes, 
cool, dilute to a liter, and mix. The reagent apparently keeps indefi- 
nitely. 

3. Standard uric acid solution. Prepare a standard containing 
0.02 mg. of uric acid per cubic centimeter. (See p. 462.) 

Procedure.—Dilute the urine so that 10 cc. contain between 0.15 
and 0.30 mg. of uric acid. A dilution of 1 to 20 is generally satisfac- 
tory. Measure 10 cc. of the diluted urine into a 50 cc. volumetric 
flask, add from a burette 5 cc. of 5 per cent sodium cyanide solution and 
then 1 cc. of the arseno-phosphotungstic acid reagent. Mix by gentle 
shaking, let stand for 5 minutes, dilute to the mark with distilled water, 
and mix thoroughly. Compare the resulting blue solution in a colorim- 
eter with a standard prepared simultaneously by treating 10 cc. of 
the standard uric acid solution (0.2 mg. of uric acid) in a 50 cc. volu- 
metric flask in the same way as directed for the unknown. 


. Calculation. 
Reading of standard 


X 0.2 = mg. of uric acid in 10 cc. of the diluted 


Reading of unknown . 
urine. 


DETERMINATION OF URIC ACID BY THE FOLIN AND WU 
COLORIMETRIC METHOD 
This method is based upon the blue color obtained when phospho- — 
tungstic acid and alkali are added to a solution of uric acid. A similar 
® J. Biol. Chem., 52, 387 (1922). 


10 Folin and Wu, J. Biol. Chem., 88, 459 (1919); Folin, Laboratory Manual of Biologi- 
cal Chemistry, p. 141, D. Appleton and Co., New York, 1926. 
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color may be produced by certain other substances in urine, and hence 
it may be necessary to separate the uric acid from such substances. 
This is accomplished .by adding silver lactate which precipitates silver 
ureate. The latter is then dissolved and treated with the uric acid 
- Teagent. 


Reagents. 


1. Sodium carbonate. Use a saturated solution. 

2. Sodium cyanide, 5 per cent. (Poisonous!) 

3. Sodium sulfite, 10 per cent. Keep in a small, tightly stoppered 
bottle. 

4. Silver lactate reagent. Prepare a solution containing 5 per 
cent of silver lactate and 5 per cent of lactic acid. 

5. Phosphotungstic acid reagent of Folin and Denis. Boil 100 
grams of sodium tungstate with 80 cc. of 85 per cent phosphoric acid 
and about 700 cc. of water for at least 2 hours. If the resulting solu- 
tion is very dark, add a few drops of bromine and boil for about 
15 minutes to remove the excess bromine. Cool, dilute to a liter, and 
mix. 

6. Standard uric acid solution. Dissolve 1 gram of uric acid in 
about 150 cc. of 0.4 per cent lithium carbonate solution, dilute to 500 
cc. in a volumetric flask, and mix thoroughly. Transfer 50 cc. (cor- 
responding to 100 mg. of uric acid) to each of a series of volumetric 
liter flasks. Add to each flask about 300 cc. of water and 500 cc. of 
clear (filtered) 20 per cent sodium sulfite solution, mix, dilute to vol- 
ume, and mix thoroughly. One cubic centimeter of the diluted solu- 
tion contains 0.1 mg. of uric acid. 

Fill a series of 200 cc. bottles with the standard solution, and 
stopper tightly. The use of a series of small bottles is to reduce the 
absorption of oxygen from the air. 

Procedure.—Transfer from 1 to 3 cc. of urine to a centrifuge tube 
and add enough water to bring the volume up to about 6 cc. Add 5 cc. 
of the silver lactate reagent, stir with a very fine glass rod, rinse off the 
_rod with a few drops of water, and centrifuge. If enough silver lactate 
has been added, the precipitate settles very quickly. Add a drop of 
the silver lactate reagent in order to be sure that an excess is present. 
If a precipitate is formed, add 2 cc. more of the silver lactate reagent 
and again centrifuge. The first 5 cc. of the silver lactate is almost 
always sufficient, but it is not safe to omit the test. Pour off the clear 
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supernatant liquid as nearly completely as possible, being very careful 
not to remove any of the precipitate. 

Add to the precipitate in the tube 4 cc. of 5 per cent sodium cyanide 
solution. (Poisonous!) The cyanide solution should be added from a 
burette. Stir until a clear solution is obtained and pour into a 100 cc. 
volumetric flask, rinsing the tube and stirring rod with 15 to 25 cc. of 
water. Add 5 cc. of 10 per cent sodium sulfite solution (to balance the 
sulfite in the standard uric acid solution). Dilute to a volume of 
about 50 cc. 

Transfer to another 100 cc. flask 5 cc. of the standard uric acid 
sulfite solution (containing 0.5 mg. of uric acid), add 4 cc. of the 
cyanide solution, and dilute to about 50 cc. Then add 20 cc. of sat- 
urated sodium carbonate solution to each flask, mix, and finally add 
with shaking 2 cc. of the phosphotungstic acid reagent. Let stand for 
3 to 5 minutes, fill to the mark, mix thoroughly, let settle, pour off 
the clear supernatant liquids into colorimeter cups and make the com- 
parison in the usual way, never omitting to read, first, the standard 
against itself. Artificial light (with “ daylite” glass) is better than 
daylight for this color comparison. 


Calculation. 


Reading of standard 


< 0.5 = mg. of uric acid in the amount of urine 


Reading of unknown used. 


Notes. 

1. Precaution! Pour the discarded blue solutions directly into the 
drain pipes on account of the cyanide. 

2. Folin!! recommends the use of formalin instead of the sulfite in 
the preparation of the standard uric acid solution. 


DETERMINATION OF SUGAR BY THE METHOD OF SUMNER #” 


Dinitrosalicylic acid reagent is added to urine and the solution 
heated. The sugar reduces the dinitrosalicylic acid and the resulting 
colored solution is compared against a standard. The reagent is 
entirely satisfactory for the determination of sugar both in normal and ~ 
in diabetic urine. The intense color obtained with normal urine does 
not change in value for one-half hour. 


11 J, Biol. Chem., 54, 159 (1922). 
12 J, Biol. Chem., 65, 393 (1925). 
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Reagent.—To 10 grams of crystallized phenol add 22 cc. of 10 
per cent sodium hydroxide. Dissolve in a little water and dilute to a 
volume of 100 cc. Weigh out 6.9 grams of sodium bisulfite and add 
to this 69 cc. of alkaline phenol solution. Now add a solution con- 
taining 300 cc. of 4.5 per cent sodium hydroxide, 255 grams of Rochelle 
salt (KNaC4H40¢-4H20), and 880 cc. of 1 per cent dinitrosalicylic acid 
solution. Mix and keep tightly stoppered in well-filled bottles. 

Procedure.— Pipette into a Folin-Wu sugar tube 1 cc. of urine (di- 
luted if necessary) and 3 cc. of the reagent. Mix and heat 5 minutes in 
boiling water. Cool 3 minutes in running water, dilute to 25 cc. vol- 
ume, mix, and compare in a colorimeter with a standard prepared with 
1, 0.5, or 0.25 mg. of glucose, according to the concentration of sugar 
in the urine. 


DETERMINATION OF SUGAR BY THE METHOD OF BENEDICT AND 
OSTERBERG #3 


This method is based upon the red to brown color obtained by 
heating glucose solutions with picric acid and alkali. 


Reagents. 


1. Picric acid, 0.6 per cent. ‘This solution is best prepared from 
dry picric acid. 

2. Sodium hydroxide, 5 per cent. 

3. Acetone, 50 per cent. Prepare fresh every day or two by 
diluting pure acetone with an equal volume of water. 

4, Purified bone-black. Treat 250 grams of commercial bone-black 
with 1.5 liters of 1 : 4 hydrochloric acid and boil the mixture for about 
30 minutes. Filter on a large Biichner funnel and wash the bone- 
black with hot water until the washings are neutral to litmus. The 
bone-black is then dried and powdered. Test the product before using 
by shaking 15 cc. of a glucose solution (containing 0.5 mg. of glucose 
per cubic centimeter) with 1 gram of the bone-black and determining 
the sugar in the filtrate. There should be no detectable absorption of 
the sugar by the bone-black. The highly absorbent animal charcoals 
now on the market should not be used for this purpose. 

5. Standard glucose solution. Prepare a solution containing 1 mg. 
of pure glucose per 3 cc. The solution will keep indefinitely if pre- 
served with a little toluene. 


13 J, Biol. Chem., 48, 51 (1921). 
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Procedure.—Treat 15 cc. of urine (diluted to a specific gravity of 
not over 1.030) with about 1 gram of purified bone-black. (Smaller 
amounts of urine and bone-black may be used.) Shake the mixture 
vigorously occasionally for a period of 5 to 10 minutes and then filter 
through a small, dry filter into a dry flask or beaker. From 1 to 
3 cc. of the filtrate (containing about 1 mg. of sugar) are transferred to 
a test tube graduated at 25 cc. If less than 3 cc. of filtrate is used, 
dilute to exactly 3 cc. with distilled water. Add exactly 1 cc. of 0.6 
per cent picric acid solution and 0.5 cc. of 5 per cent sodium hydroxide 
solution. Next add 5 drops of 50 per cent acetone solution, taking 
care that the drops fall directly into the solution and not on the wall of 
the tube. Mix the contents of the tube, insert a cotton plug, and heat 
in boiling water for 12 to15 minutes. The standard solution should be 
prepared simultaneously with the unknown. This is done by treating 
1 mg. of sugar in 3 cc. of solution exactly as described for the unknown. 

After heating, both tubes are removed from the boiling water, 
cooled to room temperature, made up to 25 cc. with water, mixed, and 
compared. ; 


peak 


Calculation. 


Reading of standard 


en iine oF mena = mg.of sugar in the volume of diluted urine used. 


If the original diluted urine was diluted further, a correction for this 
must of course be made. 

Note.—In connection with the use of the above method, Benedict 
and Osterberg!* call attention to the following points: ‘‘ The quan- 
tity of the picric acid solution used must be measured with exactness, 
just as are the unknown and standard sugar solutions. Slight varia- 
tions in the alkali are not so important. Adding the same number of 
drops (about 10) to each of the tubes from the same pipette is suffi- | 
cient. The acetone solution should be added last, and the tubes placed 
in the water-bath within about a minute afterwards. The diluted 
acetone undergoes some peculiar change on standing which makes old 
solutions yield somewhat irregular results. It is therefore best to pre- 
pare the acetone solution fresh every day or two. 

“ Each solution should be so added that it falls into the bottom of 
the tube, and does not hit the sides. Standard and unknown must cor- 
respond in sugar content within reasonable limits. Fora 1 mg. stand- 

4 J, Biol, Chem., 48, 55 (1921), 
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ard, satisfactory results can be obtained for an unknown solution con- 
taining between 0.75 and 1.75 mg. of sugar. With wider variations 
between unknown and standard, results are not so good, particularly 
when the quantity of sugar is low. If less than 0.7 mg. of sugar is 
present in the unknown, it is better to have a standard solution con- 
taining 0.5 mg. of sugar in 3 cc., and to dilute both unknown and 
standard to 12.5 instead of to 25 cc.” 


DETERMINATION OF PROTEINS BY THE METHOD OF FOLIN AND 
DENIS © 


This is a turbidimetric method. The albumin of the urine is pre- 
cipitated with sulfosalicylic acid and the resulting turbidity com- 
pared with that of a standard protein solution. 


Reagents. 


‘1. Sulfosalicylic acid, 25 per cent. 

2. Standard protein solution. About 30 cc. of fresh blood serum 
(free from hemoglobin) are diluted with a 15 per cent solution of pure 
sodium chloride to about 1500 cc. The solution is thoroughly mixed 
and then filtered. By means of nitrogen determinations the protein 
content of the filtrate is determined (protein = N X 6.25), and on the 
basis of the figure obtained the solution is diluted with 15 per cent 
sodium chloride solution so that it contains 2 mg. of protein per cubic 
centimeter. It is best to saturate the protein solution with chloroform 
(20 cc.). The solution will keep for at least several months. As a 
matter of further precaution, the stock solution may be kept in a 
refrigerator. 

Procedure.—To about 75 cc. of water in each of two 100 cc. volu- 
metric flasks, are added 5 cc. of a 25 per cent solution of sulfosalicylic 
acid. To one flask is then added 5 cc. of the standard protein solution 
containing 10 mg. of albumin, and to the other is added the “albumi- 
nous urine 1 cc. at a time (by means of an Ostwald pipette) until the 
turbidity obtained seems to be reasonably near that of the standard. 
_ The two flasks are then filled up to the mark with water, cautiously 
inverted a few times to secure mixing, and are then ready for the quan- 
_ titative comparison in the colorimeter tubes. The standard must 
invariably first be read against itself to secure the adjustment of the 
colorimeter (and of the eye). The contents of one of the colorimeter — 


16 J. Biol. Chem., 18, 273 (1914). 
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cups is then replaced by the suspension of the unknown, and the tur- 
bidity comparison is made exactly as in colorimetric work, 

The standard, containing 10 mg. of protein, is read with the 
unknown set at 20mm. It must not read less than 10 nor more than 
30 mm. 

Calculation.—Dividing the reading of the standard by twice the 
number of cubic centimeters of urine taken gives the albumin in milli- 
grams per cubic centimeter of urine. 


Notes. 


1. The albuminous suspensions must be mixed very gently so as to 
avoid agglutination. 

2. The method is fairly accurate. and can be carried out in a few 
minutes, provided only that a standard albumin solution is available. 

3. The method cannot be applied to urines very deeply colored 
with blood or bile pigments. It is, of course, applicable to various 
albuminous fluids (not highly pigmented), for example, exudates, 
transudates, and the cerebrospinal fluid. 

4. It must be remembered that different proteins may give very dif- 
ferent degrees of turbidity under the same experimental conditions. !® 


DETERMINATION OF PHENOLS BY THE METHOD OF FOLIN 
AND DENIS ?” 


This method is based upon the deep blue color obtained when 
phenol solutions are treated with phosphotungstic-phosphomolybdic 
acid and alkali. Since traces of protein, which may be present in the 
urine, and uric acid also give a blue color with the reagent, they must be 
removed prior to the phenol determination. Their removal is accom- 
plished by precipitation with silver lactate, in dilute lactic acid solution, 
and colloidal hydrated ferric oxide. 


Reagents. — 


1. Hydrochloric acid, sp. gr. 1.19. 

2. Sodium chloride. Prepare a saturated solution of sodium — 
chloride, containing 10 cc. of concentrated hydrochloric acid per 
liter. 


16 Marshall and Banks, Proc. Am. Phil. Soc., 54, 176 (1915), 
170, Folin and W. Denis, J. Biol. Chem., 22, 305 (1915). 
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3. Sodium carbonate. Use a saturated solution. 

4. Colloidal hydrated ferric oxide solution. 

5. Silver lactate. Prepare a 3 per cent solution of silver lactate 
in 3 per cent lactic acid. : 

6. Phosphotungstic-phosphomolybdic acid reagent. Mix 100 
grams of sodium tungstate, 20 grams of phosphomolybdic acid (or an 
equivalent amount of molybdic acid), 50 cc. of 85 per cent phosphoric 
acid, and 75 cc. of water. Boil the solution for 2 hours, cool, dilute 
to a liter with distilled water and filter if necessary. 

7. Standard phenol solution. Prepare a solution of pure phenol in 
0.01 N hydrochloric acid. Standardize by an iodometric titration and 
adjust the concentration so that 10 cc. of the standard contains 1 mg. 
of phenol. 

The preparation is made as follows: Make a phenol solution in 0.1 
N hydrochloric acid, which contains a Jittle more than 1 mg. of crys- 
tallized phenol per cubic centimeter. Transfer 25 cc. of the solution 
to a 250 cc. flask, add 50 cc. of 0.1 N sodium hydroxide solution, heat 
to 65° C., add 25 cc. of 0.1 N iodine solution, stopper the flask, and let 

' stand at room temperature for 30 or 40 minutes. Add 5 cc. of con- 
centrated hydrochloric acid and titrate the excess of iodine with 0.1 
N sodium thiosulfate solution, using starch solution as an indicator. 
Do not add the starch solution until the end-point is almost reached. 

- Each cubic centimeter of 0.1 N iodine solution corresponds to 1.567 mg. 
of phenol. On the basis of the result dilute the phenol solution so 
that 10 cc. contain 1 mg. of phenol. 

To prepare a standard solution for comparison, place 5 cc. of the 
standard phenol solution (equivalent to 0.5 mg. of phenol) in a 100 cc. 
volumetric flask, add 10 cc. of the phosphotungstic-phosphomolybdic 
acid reagent and 25 cc. of saturated sodium carbonate solution, dilute 
to the mark with water at about 30° C. and mix thoroughly. 

Procedure A: Preliminary Treatment.—Transfer 10 cc. of ordinary, 
or 20 cc. of very dilute, urine to a 50 cc. volumetric flask and add 
acid silver lactate solution (2 to 20 cc.) until no further precipitate 
forms. Next add a few drops of colloidal ferric oxide solution, shake, 
dilute to the mark with distilled water, again shake, and filter the con- 

tents through a small, dry filter. This precipitation removes quanti- 
tatively uric acid and traces of protein, both of which give a blue color 
with the phenol reagent. The phenols are recovered quantitatively in 


the filtrate. Transfer 25 cc. of the filtrate to a 50 cc. volumetric flask 
; 4 


: 
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and add to it a sufficient quantity of saturated sodium chloride solution, 
containing 10 cc. of concentrated hydrochloric acid per liter, to pre- 
cipitate all the silver. The flask is then filled to the mark with dis- 
tilled water and its contents mixed and filtered through a small, dry 
filter. The filtrate is used for the determination of free and total 
phenols. 

Procedure B: ‘‘ Free” (Non-conjugated) Phenols.—Place 20 cc. 
of the above filtrate in a 50 cc. volumetric flask and add 5 cc. of the 
phosphotungstic-phosphomolybdic acid reagent and 15 cc. of sat- 
urated sodium carbonate solution. Dilute to volume with lukewarm 
water (30-35° C.), mix thoroughly, and after 20 minutes compare in a 
colorimeter against a standard phenol solution prepared as directed 
above. 

Procedure C: Total (Free and Conjugated) Phenols.—Transfer to 
a large test tube 20 cc. of the filtrate obtained in A, add 10 drops of 
hydrochloric acid, sp. gr. 1.19, cover the tube with a small funnel, 
heat the mixture rapidly to boiling over a free flame, and then place 
the tube in a beaker (tall form) of boiling water for 10 minutes. The 
tube is then removed, cooled, and its contents transferred to a 100 cc. 
volumetric flask. Add 10 cc. of phosphotungstic-phosphomolybdic 
acid reagent, 25 cc. of saturated sodium carbonate solution, make up 
to volume with distilled water, mix thoroughly, and after 20 minutes 
compare in a colorimeter against a standard phenol solution pre- - 
pared as directed above. 

Calculation.—In making the calculation it must be remembered 
that aliquot parts are employed, one-fifth of the original sample being 
finally used for each determination. Furthermore, the final dilution 
in the case of “‘ free ” phenols is half that of the standard, while in the 
case of total phenols it is the same as that of the standard. 

Hence, 


Reading of standard 


= mg. of free phenols 
Reading of unknown X 4 = a ; 


and 


Reading of standard 


. of total phenols 
Reading of unknown X 2 oe o : 


in 2 cc. or 4 cc. of urine, depending upon whether 10 cc. or 20 cc. of 
urine were taken for the analysis. 


DETERMINATION OF MANGANESE O31 


DETERMINATION OF MANGANESE BY THE METHOD OF McCRACKAN 
AND PASSAMANECK 18 


The manganese is oxidized to permanganic acid by ammonium per- 
sulfate and silver nitrate in the presence of nitric acid and the resulting 
pink solution is then matched against a standard permanganate solu- 
tion. 


Reagents. 


1. Nitric acid, sp. gr. 1.42. 

2. Sulfuric acid, sp. gr. 1.84. 

3. Silver nitrate, 0.1 N. 

4, Ammonium persulfate, 50 per cent. 

Procedure.—To 100 cc. of urine in a Kjeldahl flask, 20 cc. of 
concentrated nitric acid are added. If the urine contains less than 1 
mg. of manganese per liter of urine, larger amounts in the same pro- 
portion are used. This is followed by evaporation to a paste on a sand- 
‘bath; after cooling, 5 cc. of concentrated sulfuric acid are added. 
The preparation is then heated at high temperature until about a third 
of the acid is driven off as heavy white fumes. With urine high in 
phosphates, or when a large quantity of urine is used for the analysis, 
the amount of sulfuric acid may have to be increased. After cooling, 
5 cc. of concentrated nitric acid is added, followed by heating until 
brown fumes disappear. If oxidation does not seem to be complete, 
this step is repeated again and again until there is no doubt, more sul- 
furic acid being added if necessary. After cooling, transfer is made 
to a 100 cc. volumetric flask by means of about 75 cc. of distilled 
water. Then 5 cc. of concentrated nitric acid, 1 cc. of tenth normal 
silver nitrate, and 1 cc. of 50 per cent ammonium persulfate are added 
and diluted to the mark. One or more standards are prepared with 
similar amounts of reagents from manganous sulfate or manganous 
nitrate, or potassium permanganate in 100 cc. flasks, and both the 
known and the unknown are heated at the same time in the water-bath 
until the formation of permanganic acid is complete. If the depth of 
color inthe unknown is deep enough, comparison is made in the 
- colorimeter, or in Nessler tubes if it is too faint. When manganese is 
found a “ blank ”’ test should be made on the reagents as a control. 


38 Arch, Path. Lab. Med., 1, 585 (1926). 
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Notes. 


1. In case the acidity is already quite high because more than the 
recommended amount of sulfuric acid has been used, less nitric acid 
may be used before adding the persulfate, or its use may be omitted. 
In case much silica from the glassware is present, it may be ignored 
until after the solution is made up to volume and the color developed. 
Then it may be removed from a portion by centrifuging, or it may be 
allowed to settle by gravity. 

2. McCrackan and Passamaneck made a series of about forty 
analyses by the above procedure, and then one of them prepared four 
unknowns which were then analyzed by the other. The results are 
given in Table XLIII. 


TABLE XLII 

Aes ont Manganese _ Manganese 
: ints "2 Present, Milli- | Found, Milli- 
Centimeters -| S25 Pet Liter | grams per Liter 

100 2.04 2.18 

100 0.96 0.93 

100 2.00 2.08 

200 OF22 0.21 


3. While it would seem possible to find one part of manganese in 
several billions of distilled water by condensing a large volume to a 
small one before applying the test, there is a limit to this procedure 
with urine because of the difficulty in getting rid of the phosphates. 
It is difficult to make use of more than 2 liters in any analysis, and it is 
desirable to work with smaller quantities. It is obvious that reducing 
substances coming in contact with the permanganic acid will decolorize 
it and cause negative or low results. The metallic parts of the colorim- 
eter cups must not be overlooked in this connection. On the other 
hand, the test is so sensitive that the clinician cannot be too careful 
about protecting the specimen of urine from contamination. The 
dust from the air of a manganese grinding plant or that from a worker’s 
clothes might easily cause analyses on specimens of normal urine to be 
positive, or those on pathologic specimens to run much higher than — 
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they should. Urine contaminated by feces, in experimental work 
with animals, may cause wrong conclusions. 

The amount of manganese in one normal urine has been found to be 
less than 1 part in 50,000,000. 


DETERMINATION OF HYDROGEN ION 


For a discussion of the principles of the colorimetric determination 
of hydrogen-ion concentration, see Chapter XIX. 


Reagents. !9 

1. Bromcresol green (pH 4.0 to 5.6), bromcresol purple (fH 5.4 to 
7.0), phenol red (pH 6.6 to 8.2). Use aqueous solutions of 0.04 per 
cent strength. Add 0.5 cc. of these indicator solutions to 10 cc. por- 
tions of the standard buffer solutions. 

2. Standard buffer solutions. Prepare according to Clark: The 
Determination of Hydrogen Ions, 2d ed., Williams & Wilkins Co., 
Baltimore, Md., 1922. 

Procedure.—Collect the urine and keep it under a mineral oil. 
Place 8 cc. of redistilled and recently boiled distilled water in a test 
tube the same size as employed for the color standards. Add 0.5 cc. 
of the standard indicator solution and cover with a layer of mineral 
oil. Then introduce under the oil 2 cc. of the urine. Gently mix and 
match against the indicator standards in a comparator block. Runa 
control tube containing the urine diluted 1 to 5. The arrangement of 
the tubes in the comparator block is shown on page 211. 

The observed pH value obtained at room temperature may be 
approximately corrected to give the actual pH at 38° C., by subtract- 
ing 0.2 pH. This correction is not a constant factor. (See Note 3, 
p. 493.) 


Notes. 

1. The pH values of normal urines range from 5.5 to 8.0 with a 
mean value of almost exactly 6.0. In the case of cardio-renal disorders 
the mean fH is 5.3, and for vegetarians about 6.6. 

2. Myers’ multiple wedge colorimeter (bi-colorimeter)?° is con- 
venient for pH work. 


19 Indicators and standard buffer salts, both dry and in prepared solutions, may be 
obtained from the LaMotte Chemical Products Co., Baltimore, Md.; or Hynson, Westcott 
and Dunning, Baltimore, Md. 

20 J. Biol, Chem., 54, 675 (1922), This colorimeter is manufactured by E. Leitz, Inc., 
New York. 
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DETERMINATION OF LEAD 


See page 258. 


DETERMINATION OF ZINC 
See page 397. 


DETERMINATION OF NICKEL 
See page 298. 


DETERMINATION OF CALCIUM 
See pages, 139, 143, and 146. A 


DETERMINATION OF MAGNESIUM 
See page 264. 


DETERMINATION OF PHOSPHATE 


: tl 

See pages 346, 348 and 353. : pe | 
a 
DETERMINATION OF CHLORIDE 3 it 


See page 159. | a 


DETERMINATION OF SILICON t 
See page 366. 


For the iene determination of a number ot su tb bstar 
biological material, see Volume II. 


Rata vical 


ut wk 
cone 


ne, 
4 ® i eet 
Lon ig 


f.- 


PART V 


BIBLIOGRAPHY 


BIBLIOGRAPHY ON COLORIMETRY ARRANGED ALPHA- 
BETICALLY BY SUBJECT AND CHRONOLOGICALLY UNDER 
BACH, SUBJECT 


THERE are two outstanding characteristics that a reference work 
should embody, namely, accuracy and completeness. But there is a 
third feature of almost equal importance: the references should include 
something of the subject-matter contained in the original articles. 
Frequently the title of a paper does not indicate important parts of the 
text. Hence, if a comprehensive survey of a subject is to be made it is 
necessary not only to examine carefully the indexes of various journals 
and books, but also to make a page-by-page search of the contents of 
each article and in turn search the references listed in the various arti- 
cles. Fortunately, there are a number of abstract journals which 
greatly lighten the task, particularly in the case of journals having a 
very limited distribution, or the hundreds of journals dealing with 
“ border-line ”’ subjects or even so-called different branches or fields 
of knowledge. But these “ abstract references ” should serve only as a 
starting point, and in every case, if reasonably possible, the original 
source should be carefully examined. 

It has been the aim of the author to make the following bibliog- 
raphy an accurate and fairly complete survey of the literature on 
colorimetric quantitative analysis. No doubt there are a number of 
articles that have escaped his attention, and he hopes that the users 
of the bibliography will call his attention to omissions in order that 
they may be included in a future edition. Also, notice of any errors 
will be greatly appreciated. 

It should be pointed out that no attempt has been made to include 
the hundreds of qualitative colorimetric tests that are recorded in the 
literature. A few have been added because of historical interest or 
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because they seem to offer a promise of being developed into quanti- 
tative methods. To have included references to qualitative methods 
would have considerably increased the size of the bibliography without 
a proportionate increase in its usefulness. 

The official abbreviations of Chemical Abstracts have been 
used. See “ List of Periodicals Abstracted by Chemical Abstracts 
with Key to Library Files,’’ Chemical Abstracts, 20, No. 20, Part 2 
(1926).!_ Ina few instances the references are not listed in Chemical 
Abstracts but it is believed that the abbreviations adopted will be 
readily recognized. In general, the first reference given after an 
author’s name is the journal in which the article originally appeared; 
succeeding references are abstracts of the article. Although many 
abstract references are to be found in the bibliography, no attempt 
has been made to give one or more abstract reference on each article. 

Many of the references contain a brief abstract, while others have 
been recorded with only the subject heading. It must not be assumed, 
however, that the relative importance of an article is indicated by the 
length of its abstract. Indeed, many excellent papers have been 
recorded with only their titles or subject headings. 

The author desires to take this opportunity to acknowledge his 
appreciation of the very great assistance rendered him by Chemical 
Abstracts’ “ List of Periodicals.” It has been a frequent source of 
aid. 

Finally, the author wishes to express his appreciation to the fol- 
lowing libraries whose files of periodicals have made this bibliography 
possible: 


Army Medical Library, Washington, D. C. 
Department of Agriculture, Washington, D. C. 
Chemists’ Club, New York City. 

Geological Survey, Washington, D. C. 

John Crerar Library, Chicago, IIL. 

New York Public Library, New York City. 
University of Virginia, Charlottesville, Va. 


: ; : ; 
1 Compiled by the Research Information Service of the National Research Council 
under the supervision of C. J. West, director. 
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Acetanilide. 


BARTHELEMY, H., Caoutchouc and gutta-percha 9, 6638 (1912); J. Soc. Chem. 
Ind. 31, 1026 (1912). Determination of acetanilide in celluloid. 


Acetic Acid. 


ScHALL, H., Miinch. med. Wochschr. 66, 812 (1919); Z. anal. Chem. 61, 80 
(1923). 


Acetoacetic Acid. 

Marz7z, F., Union Pharmaceut., May 15, 1898; Rev. chim. anal. appl. 6, [10], 
165-166; Analyst 23, 235 (1898). Determines acetoacetic acid in diabetic 
urine. 

Fottn, O. and Denis, W., J. Biol. Chem. 18, 263 (1914). Turbidity methods for 
the determination of acetone, acetoacetic acid and 6-oxybutyric acid in urine. 

Scwatx, H., Miinch. med. Wochschr. 66, 812 (1919); J. Chem. Soc. 118, ii, 63 
(1920); C. A. 14, 1555 (1920); Chem. Zentr. 1919, iv, 562. Estimation 
of acetone and acetoacetic acid with Autenrieth’s colorimeter. 

Lenk, E., Miinch. med. Wochschr. 66, 1119 (1919); Chem. Zentr. 1919, iv, 
995. Says Schall, ibid. 66, 812 (1919), simply adopted L’s method and 
substituted a colorimeter for the measuring cvlinder. 


Acetone. 

BiutH, F., Deut. med. Wochschr. 82, 143 (1906); Chem.-Ztg. 30, Rep. 69 (1906); 
Analyst 31, 163 (1906). Determination of acetone in urine. Method based 
upon the fact that the time required for the red coloration given by urine con- 
taining acetone with NaOH and Na nitroprusside solution to change to orange 
or yellowish green is, within certain limits, proportional to the amount of 
acetone present. 

Fottn, O. and Denis, W., J. Biol. Chem. 18, 263 (1914). A turbidity method. 

Csonxa, F. A., J. Biol. Chem. 27, 209 (1916). A colorimetric method for the 
determination of acetone in urine. Method based on the alkaline salt of 
dioxydibenzene acetone. Red solution obtained. 

ScHALL, H., Miinch. med. Wochschr. 66, 812 (1919); Z. anal. Chem. 61, 80 
(1923). 

Lenk, E., Miinch. med. Wochschr. 66, 1119 (1919); Chem. Zentr. 1919, iv, 995. 
Says Schall, ibid. 66, 812 (1919), simply adopted L’s method and substituted 
a colorimeter for the measuring cylinder. 

Hussar, R. S., J. Biol. Chem. 43, 57 (1920). Determination of acetone in 
expired air. Turbidity method. 
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GorckEL, H. J., J. Lab. Clin. Med. 6, 338 (1920-21). The routine determina- 
tion of creatinine and acetone in urine. Uses Na nitroprusside, NaOH and 
glacial HAc. 

Sirsen, M. H. P., Pharm. Weekblad 62, 622 (1925). Colorimetric determina- 
tion of acetone in urine. ‘T’o 50 cc. of urine add 10 cc. basic Pb acetate soln. 
Add 10 cc. of 10 per cent NasHPO;, to 30 cc. of the filtrate, dil. to 50 cc. and 
filter through a triple filter. The filtrate is colorless and corresponds to one- 
half the vol. of urine. To 5 cc. of this decolorized urine add 2 cc. of 5 per cent 
Na nitroprusside soln. and 5 cc. 4 N NaOH and mix, then add 10 cc. 30 per 
cent AcOH and dil. to 50 cc. By means of a colorimeter compare the red 
color with that of 0.0005 per cent MeAc soln. treated simultaneously in the 
same manner. ‘The method is not applicable to urines contg. phenolphthalein 
or istizin (synthetic purgatives).”” A. W. Dox, C. A. 19, 2507 (1925). 

Benre, J. A. and Benepict, S. R., J. Biol. Chem. 70, 487 (1926). Acetone 
bodies in blood and urine. 


Acetylene. 


BERTHELOT, Compt. rend. 54, 1070 (1862). Uses an ammoniacal solution of a 
cuprous salt as a qualitative test for acetylene. ; 

ILnosvay pE Nacy Irosva, L., Ber. 32, 2697 (1899). On the preparation of 
ammoniacal cuprous salt solution by hydroxylamine for testing acetylene. 
Prepares cuprous salts by reduction of cupric salts with hydroxylamine. 

Kuspert, F., Z. anorg. Chem. 34, 453 (1903). Note on colloidal copper acetylene. 
Observes that CuCl. gives a red colloidal solution when added to an aq. 
acetylene solution. Apparently no attempt to use the reaction analytically. 

WEAVER, E. R., J. Am. Chem. Soc. 88, 352 (1916) and Bur. Standards, Sci. Paper 
No. 267, 28 (1916); J. Soc. Chem. Ind. 35, 347 (1916); Z. anal. Chem. 58, 
292 (1919); J. Franklin Inst. 181, 408 (1916). Uses ammoniacal cuprous 
chloride solution containing gelatin. A red colloidal solution formed, sta- 
bilized by the gelatin. 

ScuurzE, A., Z. angew. Chem. 29, 341 (1916); J. Soc. Chem. Ind. 35, 1054 
(1916); C. A. 11, 1114 (1917). Uses ammoniacal cuprous chloride. A red 
colloidal solution is formed. 


Acrolein. 


Movrev, C. and Botsmenu, E., J. pharm. chim. 27, 49, 89 (1923); C. A. 17, 
2094 (1923); cf. C. A. 15, 2481. Uses Schiff’s reagent. 


Adenine Nucleotide. 


Jackson, H., Jr., J. Biol. Chem. 57, 121 (1923). Determination of adenine 
nucleotide in human blood. Nesslerizes. 


Adrenaline (Epinephrine). 


ABELOuS, J. E., Soutré, L. A. and Tovyjan, G., Bull. soc. chim. 88, 576 (1905) 
Analyst 30, 279 (1905); Compt. rend. soc. Biol. 1905, 301; J. Soc. Chem. Ind. 
24, 693 (1905), 

FRANKEL, S. and ALLErs, R., Biochem. Z. 18, 40 (1909); Analyst 34, 361 (1909 
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A characteristic reaction of adrenaline. Based upon the bright red coloration 
produced when adrenaline is heated just to boiling with an equal volume of 
0.001 N KIO; and a few drops of dil. HPO. Will detect 1 part in 300,000 
parts of solution. 

ZANFROGNINI, A., Chem. Zentr. 1909, ii, 2205; Deut. med. Wochschr., 35, 1752 
(1909); J. Gilera. Soc. 98, ii, 467 (1910). Colorimetric estimation of adrenal- 
ine. Uses an emulsion of Mn peroxide. This is reduced by adrenaline yield- 
ing a rose colored solution. Reagent prepared by adding 8 drops of lactic acid 
to a solution of 3 grams KMnO, in 24 cc. water. 

Forty, O., Cannon, W. B. and Denis, W., J. Biol. Chem. 13, 477 (1912-13). 
Colorimetric method for the determination of adrenaline (epinephrine). Use 
phosphotungstic acid. Sensitive to 1 : 3,000,000. 

SEIDELL, A., JR., J. Biol. Chem. 15, 197 (1913); Hale and Seidell, Am. J. Pharm. 
83, 551 (1911). Colorimetric determination of epinephrine in desiccated 
suprarenal glands. Use a faintly acidified solution of KIO;. Method only 
approximate. 

Lewis, J. H., J. Biol. Chem. 24, 249 (1916). The presence of epinephrine in 
human fetal adrenals. Uses phosphotungstate reagent. 

Kourtyama, S., J. Biol. Chem. 33, 207 (1918). Epinephrine by Folin’s method. 

Kurtyama, S., J. Biol. Chem. 34, 299 (1918). Epinephrine by Folin-Cannon- 
Denis method, J. Biol. Chem. 13, 477 (1912-13). 

ScovitE, W. L., J. Ind. Eng. Chem. 12, 769 (1920); C. A. 14, 2838 (1920); J. 
Soc. Chem. Ind. 39, 673A (1920). Uses KIO; and HCl. 

Kopama, S., J. Biochem. (Japan) 1, 280 (1922). Modification of Folin, Cannon, 
and Denis colorimetric method for the estimation of adrenaline. 

Matwec, H., Biochem. Z. 134, 292, 295, 297 (1922). 

FROWEIN, B., Biochem. Z. 134, 559 (1923); C. A. 17, 1650 (1923). 

Frienp, H., J. Biol. Chem. 57, 497 (1923); J. Chem. Soc. 126, ii, 75 (1924). 
A quantitative color reaction given by adrenaline and urine. Treats suc- 
cessively with sulphanilic acid, HNO, and ammonia. Red coloration 
obtained. 


Albumin (See also Protein). 
Jounson, G., Brit. Med. J. 1883, 504. Uses picric acid and KOH. 
Ciauptus, M., Miinch. med. Wochschr. 59, 2218; C. A. 7, 355 (1913). 
RIEGLER, E., Z. anal. Chem. 53, 242 (1914); J. Chem. Soc. 106, ii, 395 (1914); 
J. Soc. hem: Ind. 33, 442 (1914). Method based upon fact that an alkaline 
solution of albumin dissolves copper hydroxide, giving a violet colored solu- 
tion whose intensity is proportional to the amount of albumin present. 
_ Forty, O. and Dents, W., J. Biol. Chem. 18, 273 (1914). Determination of 
albumin in urine. A turbidity method. 
_ Aurenrietu, W., Miinch. med. Wochschr. 64, 241 (1917); Chem. Zentr., 1917, 
>) i, 699; J. Chem. Soc. 112, ii, 400 (1917). Colorimetric estimation of serum- 
_ albumin and globulin in urine, ascitic fluid, and blood serum. Method based 
on the biuret reaction. 
ANGE, C., Biochem. Z. 95, 46 (1919); C. A. 14, 1349 (1920). 
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Alcohol. 

ARGENSON, G., Bull. soc. chim. 27, 1000 (1902). 

Rocques, X., Ann. chim. anal. 10, 103 (1905). Compare Compt. rend. 140, 
511; J. Chem. Soc. 88, ii, 359 (1905). Colorimetric estimation of higher 
alcohols in brandies. 

Bouts, M. A., Ann. fals. 1, 86; C. A. 8, 1057 (1909). The determination of the 
higher alcohols in spirits. 

Denicks, G., Compt. rend. 150, 832 (1910). Test for methanol. Uses KMnO, 
and acid, then Schiff’s reagent. 

AcuLHON, H., Bull. soc. chim. 9, 881; C. A. 6, 204 (1912). Suggests substi- 
tuting HNO;, H;PO, or KHSO;, for the H.SO, in the chromic acid mixture 
when estimating, colorimetrically, alcohol in the presence of acetone. 

Stmmonps, C., Analyst 87, 16 (1912); Z. anal. Chem. 52, 237 (1913). Note on 
the determination of small amounts of methyl alcohol. Uses Schiff’s reagent. 

ELvovE, E., J. Ind. Eng. Chem. 9, 295 (1917). A note on the detection and esti- 
mation of small amounts of methyl alcohol. 

FELLENBERG, T. von, Biochem. Z. 85, 45 (1918); J. Chem. Soc. 114, ii, 177 
(1918). A modification of Denigés’ colorimetric method of estimating methyl 
alcohol. 

CuaPin, R. M., J. Ind. Eng. Chem. 13, 543 (1921). Improved Denigés’ test 
for the detection and determination of methanol in the presence of ethyl 
alcohol. 

Lyons, A. B., J. Am. Pharm. Assocn. 11, 12 (1922). Detection of wood spirit in 
alcoholic beverages. Uses dried egg albumin. Procedure only qualitative. 
For a quantitative procedure, see zbid. 11, 682. 

Lyons, A. B., J. Am. Pharm. Assocn. 11, 682 (1922); C. A. 17, 3657 (1923); cf. 
ibid. 11, 12 (1922), C. A. 16, 1375. A new colorimetric determination of 
methanol. Suggests dried egg albumin instead of milk in the Hehner test. 
In 1905 L. suggested beef peptone as a substitute for milk. Proc. Am. Pharm. 
Assocn., 1905, 326. 


Aldehyde. 


ScumiptT, J. G., Ber. 14, 1848 (1881). Uses Schiff’s reagent. 

Gayon, U., Compt. rend. 105, 1182 (1887). Aldehydes in commercial alcohol. 
Uses Schiff’s reagent. 

SAGLIER, Fr&émy, Encyclop. Chim. 1890-91, 278. Uses Schiff’s reagent. 

Forsch. Ber. Lebensm. 1895, 299, Determination of aldehydes in distilled 
liquors. - Uses Schiff’s reagent. 

Paut, J., Z. anal. Chem. 35, 647 (1896). Acetic aldehyde. 

Francois, M., J. pharm. chim. [6], 5, 521 (1897). Acetic aldehyde. 

Prrwassy, B. M., J. Am. Chem. Soc. 22, 132 (1900); J. Soc. Chem. Ind. 19, 473 
(1900). Sensitiveness of certain tests for formaldehyde. 1. Trillat’s test— 
H.SO,, dimethylaniline, etc., P. concludes from experiments that this test 
does not show the presence of formaldehyde, but of dimethylaniline or its — 
salts incompletely volatilized. 2. Lebbin’s test. Will detect 1 part formal-_ 
dehyde in 200,000 parts of water. 3. Morphine hydrochloride with H.SO.—_ 
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sensitive to 1 part formaldehyde in 1000 parts of solution. A purple ring is 

obtained. 4. Phenylhydrazine hydrochloride seems to be the best reagent. 

Will detect 1 part formaldehyde in 250,000 parts of water. A green tinge is 

obtained. 5. Rimini uses phenylhydrazine hydrochloride with Na _ nitro- 

prusside and concentrated NaOH. Will detect 1 part formaldehyde in 1,000,- 

000 parts water. A blue coloration is obtained. The blue changes quickly 
_ to green, yellow, light brown, and red. 

Worrr, J., Z. Untersuch. Nahr. Genussm. 3, 87 (1900); J. Soc. Chem. Ind. 19, 
383 (1900). Estimation of formaldehyde. Uses glacial HAc and dimethyl- 
aniline. 

LIVERSEEGE, J. F., Analyst 26, 151 (1901); J. Soc. Chem. Ind. 20, 844 (1901). 
Approximate determination of formaldehyde in milk. Uses concentrated 
H,SO, containing a little FeCl;. 

Scuiprowitz, P., J. Soc. Chem. Ind. 21, 816 (1902). Aldehydes in whiskey. 
Uses Schiff’s reagent. Cites a number of references. 

Bonnet, F., Jr., J. Am. Chem. Soc. 27, 601 (1905). A colorimetric method for 
the detection and estimation of formaldehyde. Uses morphine sulfate in 
H,SO,. Sensitive to 4 parts per million. 

Torman, L. M., J. Am. Chem. Soc. 28, 1624 (1906). Aldehydes (acetic alde- 
hyde). Uses Schifi’s reagent. 

| AcrEE, S. F., J. Biol. Chem. 2, 145 (1906-7). On the detection of formalde- 
hyde in milk. Hehner’s test depends upon the presence of casein and lact- 
albumin and there is some kind of a quantitative relationship between the 
intensity of the color and the amount of casein and lactalbumin in the milk. 

RIcHARDSON, F. W., J. Soc. Chem. Ind. 26, 3 (1907); J. Chem. Soc. 92, ii, 140 
(1907). Estimation of formaldehyde in milk. Uses concentrated H.SO, 
containing 0.05 per cent Fe,(SO.)3. Violet color produced if formaldehyde is 
present. 

SHrEewspBury, H. S., Analyst 32, 5 (1907). The estimation of preservatives in 
milk. Formaldehyde: Uses J. F. Liverseege’s method (Analyst 26, 151). 
FeCl, and H.SO.. 

RosENHEmM, O., Analyst 32, 106 (1907); J. Chem. Soc. 92, ii, 512 (1907). The 
Chemistry of Hehner’s test for formaldehyde in milk. Action depends on 
presence of the tryptophan group. 

Woopman, A. G. and LyForp, E. F., J. Am. Chem. Soc., 30, 1607 (1908)... The 
colorimetric estimation of benzaldehyde in almond extracts. Use Schiff’s 
reagent. 

Jones, E. W. T., Chem. News 98, 247 (1908); J. Chem. Soc. 96, 99 (1909); 
J. Soc. Chem. Ind. 27, 1218 (1908). Colorimetric method for the estimation 
of formaldehyde in milk. Uses HCl containing a little FeCl:. 

SHREWsBuRY, H. S. and Knapp, A. W., Analyst 34, 12 (1909); J. Chem. Soc. 96, 
192 (1909). Detection and estimation of formaldehyde in milk. Use con- 
centrated HCl containing 0.1 per cent HNO. 

Bonis, M. A., Ann. fals. 2, 90 (1909); C. A. 8, 940 (1909). The colorimetric 
determination of aldehydes in spirits. Worked out a curve showing the rela- 
tion between the quantity of aldehyde and the depth of the comparison solu- 
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tion of the colorimeter. Good agreement with the volumetric bisulfite method 
(variations never over 1 per cent) but not with the “official” method. 

Ronnet, L., Ann. fals. 3, 205; C. A. 4, 2862 (1910). Determination of alde- 
hydes in alcohols. Points out an error in Rocque’s method of purifying 
aldehyde-ammonia (for preparing std. soln.) by drying im vacuo over H2SO,. 
In so drying the substance loses a mole of water and polymerizes. Longer 
standing in the desiccator causes further decomposition. Ronnet prefers 
using aldehyde recently distilled from the paraldehyde after the addition of a 
little H.SO,. 

FELLENBERG, T. von, Chem. Zentr. 1916, i, 390; Mitt. Lebensm. Hyg. 6, 254 
(1915); J. Chem. Soc. 110, ii, 354 (1916). Colorimetric estimation of cinnam- 
aldehyde in cinnamon. Method depends on the coloration which develops 
when the aldehyde is treated with H»,SO, and isobutyl alcohol. 

Cottins, R. J. and Hanzitk, P. J., J. Biol. Chem. 25, 231 (1916). A colorimetric 
method for the estimation of free formaldehyde and hexamethylenamine. 
Use Congo red and methyl orange. 

Smitt, N. K., Bull. Bur. Bio-Tech. 1922, No. 5, 117; J. Chem. Soc. 122, ii, 402 
(1922). A rapid method for the estimation of acetaldehyde. Uses ben- 
zidine hydrochloride. Yellow changing to orange or brown on standing. 

JosEPHSON, K., Ber. 56 (B), 1771 (1923); J. Chem. Soc. 124, ii, 665 (1923). 
Schiff’s rosaniline-sulphurous acid reaction for aldehydes. Trustworthy 
only when the solution has a certain acidity. 

BEyYTHIEN, A., Hempret, H., and WriesemMAnn, C., Z. Nahr.-Genussm. 48, 169 
(1924); J. Chem. Soc. 126, ii, 876 (1924). Determination of acetaldehyde. 
Use m-phenylenediamine. 


Alkali Blue. 
Kurtyama, S., J. Biol. Chem. 27, 377 (1916). The fate of alkali blue in the 
organism. Uses a Duboscq colorimeter. 


Alkaloid. 
MAnpeELIN, K. F’., Pharm. Z. f. Russland 22, 345, 361, 377 (1883). Studied color 
reactions of alkaloids with vanadium sulfate. 


Allantoin. 
Moreay, A. F. and Ossurn, D. F., J. Biol. Chem. 66, 573 (1925). The effect 
of vitamin A deficiency upon the character of nitrogen metabolism. Deter- 
mination of allantoin by Plimmer and Skelton method. : 


Aluminum. 

RicHarps, Erten H., Tech. Quart. 4, 194; Analyst 17, 14 (1892). A delicate 

test for alum in potable water. Uses freshly prepared logwood decoction. 

By comparison with standard solutions the amount of alum may be deter- 
mined. Said to detect 1 part in a million. 

ATAck, F. W., J. Soc. Chem. Ind. 84, 936 (1915); C. A. 9, 3186 (1915); Z. anal. 

Chem. 58, 363 (1919). A new reagent for the detection and colorimetri 
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estimation of aluminum. Uses a 1 per cent solution of alizarin-S. Red color. 
Alizarin-S is the Na salt of alizarinmonosulphonic acid. Glycerol added to 
test solution to prevent precipitation. Al[C1sH,0.(OH)2-SOs]3 seems to be 
formed rather than a lake. 

SNELL, F. D., Colorimetric Analysis, p. 68, D. Van Nostrand Co., New York, 
1921. Determination of aluminum by alizarin-S. 

Wotrr, L. K., Vorstman, N. J. M., and ScHOENMAKER, P., Chem. Weekblad 20, 
193 (1923); J. Chem. Soc. 124, ii, 341 (1923); J. Soc. Chem. Ind. 42, 525A 
(1923). Estimation of small quantities of aluminum. Use Na salt of alizarin. 

JARVINEN, K. K., Z. Untersuch. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc. 
124, ii; 655 (1923). Colorimetric estimation of small quantities of metals in 
foodstuffs and the preliminary destruction of the organic matter. Details 
for the destruction of the organic matter are given and for the estimation of 
Sn and Pb in the presence of one another, Cu and Zn in the presence of one 
another, and for Al, Ni, As, and Sb. HS or NaS used. 

HATFIELD, W. D., Ind. Eng. Chem. 16, 233 (1924). Soluble aluminum and the 
hematoxylin test in filtered waters. The fH is first adjusted to 8.2-8.3 by 
(NH,)2CO;, and HAc added till acid before comparison to prevent disturb- 
ing effect of Mg, Fe+*, and Fe+++ salts. Accuracy 0.01 per cent. 

Batpwin, F. O., J. Am. Water Works Assocn. 12, 439 (1924); J. Soc. Chem. Ind. 

| 44, B 113 (1925). Colorimetric determination of total alumina in water. 
Uses alizarin red S(Na alizarinmonosulfonate). 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed. p. 14, D. Van Nos- 
trand Co., New York, 1925. Uses alizarinS. Atack’s method. 

Hammett, L. P. and Sottery, C. T., J. Am. Chem. Soc. 47, 142 (1925). A 
new reagent for aluminum. The dye aurin tricarboxylic acid forms with Al 
salts a bright red lake which may be used as a qualitative test for Al ion. 
Interference by Cr is prevented by an unusual property of the Al lake, which 
when once formed in an HAc-acetate buffer is not decomposed in any reason- 
able time when the solution is made alkaline with NH,OH, although it does 
not form in alkaline solution. The Cr lake, which resembles the Al com- 
pound in appearance, forms in an acetate solution, but is decolorized upon the 
addition of NH,OH. Under the conditions of the test (1) silicic acid and 
salts of Bi, Pb, Sb, Sn++++, Hg++, Ti give white precipitates; (2) salts of Cd, 
Zn, Mn, Co, and Ni give no precipitates; (3) Cr, alkaline earths, and phos- 
phate do not interfere if NH,OH-(NH,)2COs; solution is added; (4)*Fet++ 
gives a deep violet precipitate in the HAc solution but is converted into a red- 
dish-brown by NH,OH. The separation of Fe from Al by NaOH or Na,0; is 
sufficient to prevent interference by iron. The delicacy of the test is of the 
order of 10~® mole of Al. The reagent (the NH, salt of aurin tricarboxylic 
acid) is now on the market under the trade name of “ Aluminon” and maybe 
obtained from the Fales Chemical Co., 74 Cortlandt St., New York City. 

Lunvett, G. E. F. and Know es, H. B., Ind. Eng. Chem. 18, 60 (1926); C. A. 
20, 349 (1926). Rapid detection of small amounts of aluminum in certain non- 
ferrous materials. Use HAc and aurin tricarboxylic acid solution, neutralize 
with (NH,)2sCO; in NH,OH solution, adding an excess. Method suitable for 
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the detection and approximate determination of 0.01-0.1 per cent Al in 
non-ferrous alloys. 

Mipptetov, A. R., J. Am. Chem. Soc. 48, 2125 (1926). Reaction of “‘ Aluminon”’ 
with hydroxides of beryllium, rare earths, zirconium and thorium. 

Corey, R. B. and Rocers, H. W., J. Am. Chem. Soc. 49, 216 (1927). The reac- 
tion of “‘ Aluminon” with hydroxides of scandium, gallium, indium, thallium, 
and germanium. 

Yor, J. H. and Hit, W. L., J. Am. Chem. Soc. 49, 2395 (1927). An experimental 
study of the new reagent for aluminum, the ammonium salt of aurin tricar- 
boxylic acid, has been made and quantitative measurements on the following 
effects were obtained: (1) time, (2) temperature, (3) volume, (4) concentra- 
tion of reagents, and (5) the presence of other ions. The range of the test 
has been determined for colorimetric work, and a means of extending the range 
so as to include higher aluminum concentrations has been found. The sensi- 
tiveness of the test has also been determined. Based upon the results of the 
experimental study, a quantitative method for the colorimetric determina- 
tion of aluminum by the ammonium salt of aurin tricarboxylic acid has been 
developed and applied to the direct determination of aluminum in potable 
water. 


Amide. , 
Fiske, C. H., J. Biol. Chem. 55, 191 (1923). The hydrolysis of amides in the 
animal body. The comparative stability of surface active homologs in 
relation to the mechanism of enzyme action. Ammonia, amide, etc.. 
colorimetrically. 


Amine. 
WHItTEHoRN, J. C., J. Biol. Chem. 56, 751 (1923). “ Permutit” as a eeeat for 
amines. 
PETERSON, W. H., Frep, E. B., and Domocatra, B.-P., J. Biol. Chem 63, 287 
(1925). The occurrence of amino acids and other organic nitrogen com- 
pounds in lake water. Amines by Weber-Wilson method and Nesslerized. 


Amino-acid (See also Nitrogen). 

Fo.tn, O. and Dents, W., J. Biol. Chem. 12, 245 (1912). 

Harp1no, V. J. and MacLean, R. M., J. Biol. Chem. 20, 217 (1915). A colori- 
metric method for the estimation of amino-acid a-nitrogen. 

Wisuart, M. B., J. Biol. Chem. 20, 535 (1915). The influence of meat inges- 
tion on the amino-acid content of blood and muscle. Uses methods of Folin 
and Denis, J. Biol. Chem. 11, 527 (1912). 

ADLER, L., Z. ges. Brauw. 38, 241 (1915); Chem. Zentr. 811 (1915). 

Fottn, O. and Wu, H., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 41, lxxi 
(1920). A new qualitative and quantitative color reaction for amino-acids. 
Title only. 

Fon, O. with Wu, H., J. Biol. Chem. 51, 377 (1922); C. A. 16, 1789 (1922). 
Method based on ihe red coloration obtained when amino-acids react with 
g-naphthaquinone sulphonic acid in alkaline solution. 
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Fotin, O., J. Biol. Chem. 51, 393 (1922); C. A. 16, 1790 (1922). A colorimetric 
determination of the amino-acid nitrogen in normal urine. Uses ““Permutit” 
to remove NH3. 

Hawk, P. B. and Bercetm, O., Practical Physiological Chemistry, 9 ed., P. 
Blakiston’s Son and Co., Philadelphia, 1926. Determination of amino-acid 
nitrogen in blood, p. 380; in urine, p. 731. 


Ammonia. 


NESSLER, J., Chem. Gaz. 1856, 446-463. Uses an alkaline solution of potassium 
mercuric iodide for the detection and estimation of minute quantities of 
ammonia and ammonium salts. 


Muter, W.A., J. Chem. Soc. 18, 125 (1865). Estimation of ammonia in potable 
waters. Uses Nessler’s reagent. 


NESSLER, J., Z. anal. Chem. 7, 415 (1868). Determines ammonia and HNO; in 
very dilute solutions. 


CHAPMAN, E. T., Z. anal. Chem. 7, 478 (1868). Uses Nessler’s reagent. 


FRANKLAND, E. and Armstronc, H. E., J. Chem. Soc. 21, 103 (1868). Ammo- 
nia in potable waters. Use Hadow’s modification of Nessler’s process for 
small amounts of ammonia. 

Tromosporrr, H., Z. anal. Chem. 8, 357 (1869). Uses Nessler’s reagent accord- 
ing to Hadow and Miller. 

Harvey, S., Chem. News 27, 262 (1873). On some improvements in the mode 
of estimating ammonia by the Nessler test. Describes a colorimeter con- 
sisting of two graduated tubes fastened in a rack with a swinging mirror 
below. Gives method for estimating NH; with Nessler’s reagent. 

WANKLYN, J. A., Chem. News 28, 13 (1873); J. Chem. Soc. 26, 1055 (1873). 
Note on the Nessler test. Rapidity of formation of full color depends largely 
upon whether sufficient HgCl, has been added to reagent. 

Ricu, S. W., Chem. News 28, 121 (1873). The Nessler reaction. A note 
recommending using distilled water which has been recently boiled after the 
addition of KOH in making comparisons and in diluting the stock solution. 

DEERING, W. H., Proc. Chem. Soc. May 20, 1875; Chem. News 31, 233 (1875). 
On some points in the examination of waters by the ammonia method. Uses 
Nessler’s reagent. 

Cornwatl, H. B., Chem. News 33, 135 (1876). Modification of Wankyln’s 
method of water analysis. Uses Nessler’s reagent for NHs. 

Mine, J. M., J. Soc. Chem. Ind. 6, 33 (1887). Notes on ‘‘ Nesslerising.” 

Miter, M., Z. angew. Chem. 1888, 245; Chem. News 64, 225 (1891). 

Hazen, A. and Crark, H. W., Am. Chem. J. 12, 425 (1890). On the effect of 
temperature upon the determination of ammonia by Nesslerization. To 
obtain accurate results it is necessary to bring standards and distillates to 
the same temperature before Nesslerizing. 

Mason, W. P., Chem. News 63, 70 (1891). Keeping of ‘Nessler”’ Standards. 
Brief note. . 

Itosvay DE Nacy Itosva, L., Bull. soc. chim. [3] 11, 216; J. Chem. Soc. 66, ii, 
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397 (1894). Reduces HNOz and HNO; to NH; by distillation with metallic 
iron (must be pure). 

Koninck, L. L. DE, Chem. News 69, 144 (1894). The Nessler process in water 
analysis. 

Konic, F., Chem.-Ztg. 21, 599 (1897); J. Chem. Soc. 74, 313 (1898); J. Soc. 
Chem. Ind. 16, 936 (1897). Colorimetric estimation of ammonia, nitrous 
acid, and iron in waters. ’ 

WINKLER, L. N., Chem. News 81, 27 (1900); Chem.-Ztg. p. 454 (1899). Esti- 
mation of ammonia, nitric acid, and nitrous acid in natural waters. Uses 
Nessler’s reagent for NH;, the brucine reaction for HNO;, and a volumetric 
method (iodine liberated and titrated with Na2S.O;) for HNO». 

EmMERLING, O., Ber. 35, 2291 (1902); J. Soc. Chem. Ind. 21, 990 (1902). Deter- 
mination of ammonia in water. Uses Nessler’s reagent. 

GEELMUYDEN, H. C., Z. anal. Chem. 42, 276, 518 (1903).. NOz, NO; and NH; in 
sea water. 

Trittat, A. and TuRcHET, Bull. soc. chim. [3], 38, 308 (1905); Analyst 30, 218, 
273; J. Soc. Chem. Ind. 24, 459 (1905). Determination of ammonia in drink- 
ing water. Method based on the nitrogen iodide reaction. 

CAVALIER and Artus, Bull. soc. chim. [3], 338, 745 (1905); Analyst 30, 319 
(1905); J. Soc. Chem. Ind. 24, 816 (1905). On the determination of ammonia 
in water. Uses the nitrogen iodide method of Trillat and Turchet (Analyst 
30, 218, 273). Show it to be much less sensitive than that of Nessler. Three 
mgs. of NH; per liter are required to give a color. Hence, large volumes must 
be evaporated. A more serious drawback is that the black coloration of the 
iodide is very unstable. Two or three minutes sufficient to show almost com- 
plete disappearance of color of 10 mgs. 

Buisson, A., Compt. rend. 148, 289 (1906); Chem. News 94, 107 (1906). Esti- 
mation of ammonia in water by Nessler’s reaction. 

Buisson, A., Répert. pharm. [3], 19, 17; C. A. 1, 2809 (1907). Value of the 
Nessler reaction for the determination of ammonia in water. Concludes 
from experimental work that the colorimetric method is empirical, since 
only a part of the ammonia contributes to the production of the coloration. 

HoweE, P. E. and Hawk, P. B., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 
4, x (1908). Comparative tests of Spiro’s and Folin’s methods for the deter- 
mination of ammonia and urea. 

CuHoucuak, D. and Poucet, I., Bull. soc. chim. [4], 1, 1173; C. A. 2, 1586 (1908). 
Colorimetric determination of soil nitrogen by Nessler’s reagent. 

SCHNEIDER, A., Pharm. Zentr. 50, 546; .C. A. 3, 2421 (1909). Preparation of 
Nessler’s reagent. 

SteEL, M., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 7, lviii (1909-10). 
Further observations on an improved method for the determination of the 
ammonia nitrogen in urine. 

Forty, O., FARMER, C., MAcattum, A. B. and Perripong, C. V. J., Proc. Am. 
Soc. Biol. Chem., J. Biol. Chem. 9, ix (1911). Some new technique for the 
determination of total nitrogen, ammonia and urea in urine. Colorimetric 
by means of Nessler’s reagent. : 


BIBLIOGRAPHY ; 547 


Taytor, A. E., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 9, x (1911). The 
output of ammonia in normal urine. Estimated by Folin’s method. 

Tuomas, P., Bull. soc. chim. 11, 796 (1912); ibid. 18, 398 (1913); C. A. 6, 3241 
(1912). Color reaction of ammonia. Based on an intense blue coloration 
when phenol and NaOCl are added to solutions of ammonium salts. Reac- 
tion said to be as sensitive as the Nessler test. 

Forty, O. and Farmer, C. J., J. Biol. Chem. 11, 493 (1912). Report a new 
method for the determination of total nitrogen in urine. 

Forty, O. and Macattum, A. B., J. Biol. Chem. 11, 523 (1912). On the deter- 
mination of ammonia in urine. Nesslerizes. 

Fo.tn, O. and Dents, W., J. Biol. Chem. 11, 527 (1912). New methods for the 
determination of total non-protein nitrogen, urea and ammonia in blood. 

Exspon, G. D. and Evers, N., Analyst 37, 173 (1912). The estimation of 
ammonia in carbonated waters. Use Nessler’s reagent. 

VANDEVELDE, A. J. J., Ghent. Doc. comm. intern. unif. méth. anal. denr. alim. 
1912, 118-21; Bull. soc. chim. Belg., 26, 422; C. A. 7, 669 (1923). Rapid 
and approximate estimation of ammonium and nitrous ions in potable water. 
The method of colorimetric comparison with solutions containing definite 
amounts of PtCl, and Co(NO), is discussed. 

Dents, W., J. Biol. Chem. 13, 225 (1912-13). Metabolism studies on cold- 
blooded animals. I. The urine of the fish. Determines total nitrogen by 
method of Folin and Farmer; urea by the KAc method of Folin; ammonia 
and uric acid by method of Folin and Macallum. 

AUTENRIETH, W. and Funk, A., Z. anal. Chem. 52, 137 (1913). Colorimetric 
methods for water analysis by the use of Autenrieth-Koenigsberger’s col- 
orimeter. Details are given for the estimation of NH;, HNO2, HNOs, Fe, 
Pb, and H,S. 

Matruews, S. A. and Mrter, E. M., J. Biol. Chem. 15, 87 (1913). A study of 
the effect of changes in the circulation of the liver on nitrogen metabolism. 
Nessler’s method for ammonia. 

Fiske, C. H. and Karsner, H. T., J. Biol. Chem. 16, 399 (1913-14). Deter- 
mine total non-protein nitrogen, urea and ammonia by methods of Folin and 
Denis. 

STANFORD, R. V., Z. physiol. Chem., 86, 219; C. A. 8, 146 (1914). Comparative 
study of cerebrospinal fluid in mental diseases. II. Nitrogen. Quantitative 
determinations of small amounts of nitrogen. Uses a combination.of the 
Kjeldahl and Nessler processes. 

Jacosson, C., J. Biol. Chem. 18, 133 (1914). The rate of disappearance of 
ammonia from the blood in normal and in thyroidectomized animals. Deter- 
mines blood ammonia with Nessler’s reagent. 

Fiske, C. H. and Sumner, J. B., J. Biol. Chem. 18, 285 (1914). The impor- 
tance of the liver in urea formation from amino-acids. Use method of Folin | 
and Denis [J. Biol. Chem. 11, 527 (1912)] for non-protein nitrogen and urea, | 
also ammonia with slight modifications in the case of tissue. 

Gutick, A., J. Biol. Chem. 18, 541 (1914). A simplification of the determina- 
tion of total nitrogen by colorimetry. 
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Four, O. and Dents, W., J. Biol. Chem. 26, 497 (1916). Nitrogen determina- 
tions by direct Nesslerization. 


FoxwE Lt, G. E., Gas World 64, No. 1654 (Cooking Section), 10 (1916); C. A. 
10, 1484 (1916). Method is based upon the blue color formed by NH; salts 
with phenol and NaOCl. 

Arny, H. V. and Rune, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 
1146 (1916); see also Proc. 8th Intern. Cong. Appl. Chem., 26, 319; cf. Arny 
and Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug., 1915. 
Use colored solutions of CoCl,-6H,O, FeCl;-6H.0, and CuSO,-5H.0 to pre- 
pare standard color solutions. Use Nessler’s reagent for NH. 


Kortuorr, I. M., Utrecht. Pharm. Weekblad 54, 633; C. A. 11, 2701 (1917). 
Chemical study of potable waters. JIL. Ammonia, nitrite and nitrate. 


Fottn, O. and Bett, R. D., J. Biol. Chem. 29, 329 (1917); J. Soc. Chem. Ind. 
36, 572 (1917). Applications of a new reagent for the separation of ammonia. 
NH; “absorbed” by an “aluminate silicate” (called in trade “‘Permutit’’). 
Na replaced in part by NH. 


SuMNER, J. B., J. Biol. Chem. 34, 37 (1918). A new method for the direct 
Nesslerization of ammonia. Uses Cu(OH)» to remove the creatinine. 

Ecerer, G. and Forp, F., J. Lab. Clin. Med. 4, 439 (1919); C. A. 18, 2224 
(1919). Picramic acid as a standard in colorimetric determinations of nitro- 
gen by Nessler’s method. : 

TREADWELL, F. P. and Hatt, W.T. (Translator from the German), Analytical 
Chemistry. Vol. II. Quantitative Analysis 5 ed., p. 60, John Wiley & 
Sons, Inc., New York, 1919. Use Nessler’s reagent. 

Morcutis, S. and Jaur, H. M., J. Biol. Chem. 38, 435 (1919). Determination 
of ammonia in the blood. Nesslerizes. 

Fottn, O., J. Biol. Chem. 39, 259 (1919). Determination of ammonia in blood. 
Discusses method given by Morgulis and Jahr [J. Biol. Chem. 38, 435 (1919)]. 

ALLEN, E. R. and Davisson, B. S., J. Biol. Chem. 40, 183 (1919). On the rela- 
tive accuracy of colorimetric and titrimetric procedures for determining nitro- 
gen as ammonia. 

Prncussoun, L., Biochem. Z. 99, 271 (1919). Determination of ammonia in 
urine. 

Kotrnorr, I. M., Pharm. Weekblad 57, 1253 (1920); C. A. 15, 352 (1921); 
J. Soc. Chem. Ind. 39, 761A (1920). Colorimetric determination of ammonia, 
nitrite, and nitrate. Studies made of the influence of time, temperature, 
amount of reagent, presence of impurities, and the accuracy of colorimetric 
determinations. 

Youncsure, G. E., J. Biol. Chem. 45, 391 (1920-21). The removal of ammonia 
from urine preparatory to the determination of urea. Ammonia by ‘“Per- 
mutit”’ colorimetric method. 

Friepricus, 0. v., Arch. Pharm. 259, 158 (1921); C. A. 16, 786 (1922). Con- 
ditions for the suitable preparation of Nessler’s reagent for pharmacopeias. 
Of 10 methods of preparation considered, the method of F. is believed to be 
the best, viz.: Shake 2 g. KI and 3.5 g. finely powdered Hgl, with 3 cc. 
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water, add 60 cc. 0.2 N KOH, then dilute to 100 cc. with water. After several 
days decant off the clear liquid, or pass it through asbestos. 

SNELL, F. D., Colorimetric Analysis, p. 118, D. Van Nostrand Co., New York, 
1921. Determination of ammonia by Nessler’s reagent. 

SNELL, F. D., zbid., p. 119, 1921. Determination of ammonia by phenol. 

Heype, H. C. vAN DER, J. Biol. Chem. 46, 521 (1921). Studies on organic regu- 
lation. I. The composition of the urine and blood of the hibernating frog, 
rana virescens kalm. Ammonia by Nesslerization. 

Nasu, T. P., Jr. and BENeEpIcT, S. R., J. Biol. Chem. 48, 463 (1921). The 
ammonia content of the blood, and its bearing on the mechanism of acid neu- 
tralization in the animal organism. Nesslerize. 

Fiske, C. H., J. Biol. Chem. 55, 191 (1923). The hydrolysis of amides in the 
animal body. The comparative stability of surface active homologs in 
relation to the mechanism of enzyme action. Ammonia, amide, etc., colori- 
metrically. 

STANFORD, R. V., Biochem. J. 17, 844 (1923); C. A. 18, 954 (1924). Nessleriza- 
tion, and the avoidance of turbidity in Nesslerized solutions. Solution should 
not contain more than 0.02-0.03 mg. N per cc. Reagent should be added 
drop by drop with constant shaking. Under these conditions, a clear solution 
is always obtained. 

Kocu, F. C. and McMEEkxny, T. L., J. Am. Chem. Soc. 46, 2066 (1924). Anew 
direct Nesslerization microkjeldahl method and a modification of the Nessler- 
Folin reagent for ammonia. 

Foitn, O., Biochem. J. 18, 460 (1924); C. A. 18, 2300 (1924). An answer to 
Stanford (Biochem. J. 17, 844). Folin maintains that “direct Nessleriza- 
tion” is possible. 

Orr, A. P., Biochem. J. 18, 806 (1924); J. Chem. Soc. 128, i, 184 (1925). A 
colorimetric method for the estimation of ammonia in urine. Uses phenol 
(in excess) and Na hypochlorite. Blue color in 5 minutes. 

Ricumonp, H. D., Analyst 50, 67 (1925); C. A. 19, 2610 (1925). Preparation of 
Nessler’s solution. 

Ricumonp, H. D., Analyst 50, 336 (1925); C. A. 19, 2921 (1925). Preparation 
of Nessler’s solution. 

WINKLER, L. W., Z. Nahr. Genussm. 49, 163 (1925); C. A. 19, 2314 (1925). 
Nessler’s reagent without potassium iodide. 

Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 345,-D. Van 
Nostrand Co., New York, 1925. Uses Nessler’s reagent. 

Fiske, C. H. and Soxuey, S. S., J. Biol. Chem. 63, 309 (1925). Ammonia and 
fixed base excretion after the administration of acid by various paths. Ammo- 
nia by Folin-Macallum method. 

FREDERICK, R. C., Analyst 50, 183 (1925). Preparation of Nessler’s solution. 
“Expts. are cited to show that the sensitiveness of N.’s reagent does not 
increase with age although this statement is often made. To sensitize N.’s 
solution, it is customary to add, to a suitable quantity of the stock solution, 
saturated HgCl, solution dropwise until a distinct yellow turbidity is pro- 
duced. It is not generally known that the effect remains at a maximum 
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for only 2 hours. Color and turbidity usually disappear when 2 cc. of the 
solution are added to 50 cc. of water tested. The difference in color pro- 
duced by sensitized and nonsensitized solutions is most marked when about 
0.005 mg. of NH; is present.” W.T.H., C. A. 19, 2002 (1925). * 

Haws, P. B. and Bercem, O., Practical Physiological Chemistry, 9 ed., P. 
Blakiston’s Son and Co., Philadelphia, 1926. Determination of ammonia in 
urine, pp. 726-728. 

Bernovuittt, A. L., Helv. Chim. Acta. 9, 827 (1926); C. A. 21, 30 (1927). The 
sliding-gage colorimeter and the determination of minute quantities of ammo- 
nia, nitrite, lead, and iron. By means of this instrument it is possible to deter- 
mine 0.002 mg. of Fe dissolved in 0.1 cc. with an accuracy of 0.4 of 1 per cent 
of the total amount present. 


Amy] Alcohol. 
Rocques, X., Ann. chim. anal., 2, 221, 222; Analyst 22, 285 (1897). 
Aniline. 
Tizarp, H. T., Proc. Chem. Soc. Oct. 20, 1910; Chem. News 102, 277 (1910). 
The hydrolysis of aniline salts measured colorimetrically. 
ELvovE, E., J. Ind. Eng. Chem, 9}-953 (1917); C. A. 11, 3199) (1947) sf. Soc. 
Chem. Ind. 36, 1231 (1917); cf. Hebert and Heim, Rev. chim. ind. 21, 338; 
C. A. 5, 791 (1911). A method for the colorimetric estimation of small 
amounts of aniline. Uses calcium hypochlorite. Reaction sensitized with 
NaOH. 


CHRISTIANSEN, W. G. O., J. Ind. Eng. Chem. 11, 763 (1919). Determination of 
aniline in dilute aqueous solution. 


Anthracene. 


Lewis, H. F., Ind. Eng. Chem. 16, 1184 (1924); J. Chem. Soc. 128, ii, 74 (1925); 
C. A. 19, 452 (1925). Determination of anthracene in anthraquinone. Method 
based on the fact that when a solution of anthracene in ‘“‘oleum” is heated, 
charring takes place, but a similar solution of anthraquinone remains yellow. 
Dissolve in “10 per cent oleum” heated at 150°, then pour into water, filter, 
and match color of filtrate against standard solutions of K2Cr2,O; and CoCl:. 
Accuracy 0.1 per cent up to 7 per cent of anthracene present. 


Antimony. 

Scutprowitz, P. and Gorpsproucn, H. A., Analyst 36, 101 (1911); C. A. 5, 
2230 (1911); J. Soc. Chem. Ind. 30, 449 (1911). Use gum acacia and H,S. 
The acacia is added to ensure colloidal suspension. Can detect 1 part of Sb 
in 2,000,000 parts of water. Only 70 to 80 per cent of original amount of Sb 
recovered. 

Bram, W. and Freak, G. A., Analyst 44, 196 (1919); C. A. 18, 2323 (1919); 
Chem. News 118, 236 (1919); J. Soc. Chem. Ind. 38, 515A (1919). Deter- 
mination as sulfide. An improvement on method of Schidrowitz and Golds- 
brough, Analyst 36, 101 (1911), which recovers only 70 to 80 per cent of the 
original amount of Sb. This method recovers 98 to 103 per cent of the Sb. 


a ) 
ae 
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Evans, B. S., Analyst 47, 1 (1922); C. A. 16, 1545 (1922); J. Soc. Chem. Ind. 
41, 144A (1922). The estimation of small quantities of antimony in copper 
and brass. Sb.S; method. 

JARVINEN, K. K., Z. Untersuch. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc. 
124, ii, 635 (1923). Colorimetric estimation of small quantities of metals in 
foodstuffs and the preliminary destruction of the organic matter. See the 
brief abstract of this reference under Aluminum. 


Aromatic Hydroxy-Acids. 
Koesster, K. K. and HAnkKE, M. T., J. Biol. Chem. 59, 835 (1924). On the 
faculty of normal intestinal bacteria to form toxic amines. Histidine, aro- 
matic hydroxy acids, and tyrosine determined colorimetrically. 


Arsenic. 

Cooper, A. J., J. Soc. Chem. Ind. 5, 84 (1886). Note on the detection of metals 
in drinking water. Gives a table showing the delicacy of the following tests: 
K,Fe(CN)«, NH,OH, and HS tests for Cu; (NH:)0S test for Zn; H,S test 
for As; K.CrO, and HS tests for Pb. 

Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. ‘Titanic, niobic, tantalic, stannic, 
arsenic, and vanadic acids, and bismuth oxide. Reagents used were either 
phenols or allied substances. 

ATTERBERG, A., Chem.-Ztg. 25, 264 (1901); Analyst 26, 165 (1901). Rapid 
estimation of small quantities of arsenic. Uses sodium hypophosphite in 
HCI solution to give a gray or black “ring test.” Matches against a series 
of standards. 

Peck, Trans. Brit. Pharm. Conf., p. 452 (1901). 

Mat, J., Z. anal. Chem. 41, 362 (1902); Analyst 27, 335 (1902); J. Soc. Chem. 
Ind. 21, 1098 (1902). A colorimetric method of determining arsenious acid. 
Method based on conversion of the arsenic compounds into AsCl; and the 
latter into As2S3. ; 

SANGER, C. R. and Brack, O. F., J. Soc. Chem. Ind. 26, 1115 (1907). The 
quantitative determination of arsenic by the Gutzeit method. Use HgCl, 
paper. Gives a bibliography of 36 references. 

ALLEN, W. S. and Pater, R. M., Orig. Com. 8th Intern. Cong. Appl. Chem. i, 
9 (1912); see also Disc. ibid. 27, 4. A revised and improved method of 
accurately determining arsenic based on the Gutzeit test. Gutzeit test 

_ based on reaction between AsH; and AgNO;. A. and P. use HgCl, in place 
of AgNO; for impregnating the standard papers. 

Morea, L. and Viner, E., Compt. rend. 158, 869 (1914). Sur une méthode 
de dosage de traces d’arsenic de l’ordre du milliéme de milligramme. The 
method is based upon the formation of a stain on AgNO; crystals by the 
action of AsH;. 

TREADWELL, F. P. and Hatt, W. T. (Translator from the German), Analytical 
Chemistry, Vol. II. Quantitative Analysis. 5 ed., p. 208, John Wiley & 
Sons, Inc., New York, 1919. 
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SCHEFFLER, K., Z. angew. Chem. 34, 5 (1921); J. Chem. Soc. 120, ii, 215 (1921); 
C. A. 15, 1735 (1921). Colorimetric estimation of arsenic in the urine and 
blood of persons treated with salvarsan. Uses Bettendorf’s reagent (SnCl, 
in HCl, sp. gr. 1.123). Brown coloration obtained. 

SNELL, F. D., Colorimetric Analysis, p. 64, D. Van Nostrand Co., New York, 
1921. Determination of arsenic by the stain produced on HgBr2 paper by 
AsH3. 

SNELL, F. D., Colorimetric Analysis, p. 67, D. Van Nostrand Co., New York, 
1921. Determination of arsenic by AgNO;. 

CrisiER, J., J. pharm. chim. [7], 24, 241 (1921); J. Chem. Soc. 120, ii, 653 
(1921). Method based on the intensifying and fixing action of KI on the 
yellow stain produced by hydrogen arsenide on MgCl, paper. Similar stains 
by the hydrides of Sb, S, and P are not altered by KI in this way. 

Cuoucuak, D., Ann. chim. anal. chim. appl. [2], 4, 138 (1922); C. A. 16, 2278 
(1922); Analyst 47, 317 (1922). The colorimetric determination of arsenic 
by means of quinine molybdate. 

JArvInEN, K. K., Z. Untersuch. Nahr. Genussm. 45, 183 (1923); J. Chem. 
Soc. 124, ii, 655 (1923). Colorimetric estimation of small quantities of 
metals in foodstuffs and the preliminary destruction of the organic matter. 
See the brief abstract of this reference under Aluminum. 

Atkins, W. R. G. and Wuson, E. G., Biochem. J. 20, 1223 (1926); C. A. 21, 
1778 (1927). Colorimetric estimation of minute amounts of compounds of 
silicon, of phosphorus and_of arsenic. 


Benzoic Acid. 


Jonss, A. J., Pharm. J. 115, 144 (1925); Analyst 50, 563 (1925); C. A. 20, 95 
(1926). Colorimetric determination of benzoic acid in cordials, etc. 


Bile Acids. 


ROSENTHAL, F. and LAUTERBACH, F., Arch. exptl. Path. Pharmakol. 101, 1 
(1924); J. Chem. Soc. 126, ii, 431 (1924). Colorimetric determination of bile 
acids in human body fluids. Use the naphthaquinone-sulphonic acid reaction 
of Folin. 

PERLZWEIG, W. A. and Barron, E. G., Proc. Soc. Exptl. Biol. Med. 24, 233 
(1926); C. A. 21, 2284 (1927). New colorimetric method for determination of 
bile acids in blood. 


Bile Pigment. 

MEULENGRACHT, Deutsch. Arch. klin. Med. 182, 285 (1920); see also Hawk and 
Bergeim, Practical Physiological Chemistry, 9 ed., p. 396, P. Blakiston’s 
Son and Co., Philadelphia, 1926. Determination of bile pigment in serum. 
Compares the intensity of yellow pigmentation of serum with a . standard 
K;Cr.,0; solution. 

VAN DEN Bercu, Presse méd. 29, 441 (1921). 

Preston, J. Lab. Clin. Med. 11, 879 (1926). 

Hawk, P. B. and Bercrem, O., Practical Physiological Chemistry, 9 ed., pp. 


: 
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396-397, P. Blakiston’s Son and Co., Philadelphia, 1926. Determination of 
bile pigment in serum. 


Bile Salts. 


TAsuiro, S., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 68, lxiv (1925); C. A. 19, 
3503 (1925). A colorimetric method for determination of bile salts in the 
‘blood. Based upon Pettenkofer’s test. Sensitive to 5 in 100,000. 

SztArD, P., Biochem. Z. 159, 325 (1925). Colorimetric determination of bile 
salts in the blood. 

Lirscut1z, I., Biochem. Z. 171, 501 (1926). Determination of bile salts in 
blood. (Correction.) A criticism of Szilard’s method, Biochem. Z. 159, 325 
(1925). 

SzitArp, P., Biochem. Z. 173, 440 (1926); C. A. 21, 753 (1927). Colorimetric 
determination of bile salts in blood. 

Bilirubin. 

HasEtHort, G., Miinch. med. Wochschr. 68, 174 (1921); Ber. ges. Physiol. 
exptl. Pharmakol. 7, 65 (1921). A new quantitative method for the deter- 
mination of bilirubin in blood serum. 

MEvLENGRACHT, E., Compt. rend. soc. biol. 84, 153 (1921); Ber. ges. Physiol. 
exptl. Pharmakol. 7, 65 (1921). Quantitative bilirubin determinations in 
cases of bilirubinenemia. 

MeEvtencracat, E., Deut. Arch. klin. Med. 137, 38 (1921); Ber. ges. Physiol. 
exptl. Pharmakol. 10, 414 (1921-22). A colorimeter for bilirubin determina- 
tion in blood. 


Biological Fluids. 


Rouneg, A. and Sweeney, M., J. Biol. Chem. 36, 475 (1918). On a source of 
error in the use of picric acid in colorimetric estimation of biological fluids. 
Picric acid kept in a moist condition for several months must not be used. 


Bismuth. 


TuresH, T. C., Pharm. J. 1880, 641. Uses bismuth iodide method. 

Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. ‘Titanic, niobic, tantalic, stannic, 
arsenic, and vanadic acids, and bismuth oxide. Reagents used were either 
phenols or allied substances. _ 

STonE, F. B., J. Soc. Chem. Ind. 6, 416 (1887); see also J. Anal. Chem. 1, 411 
(1887). i‘ delicate test for an Uses KI, which when added to Biz(SOs)s 
in dilute H2SO, gives a yellow color. 0.1 mg. Bi can be detected in 10 
grams Cu. 

Pranés, P., J. pharm. chim. 18, 385 (1903); J. Chem. Soc. 86, ii, 93 (1904); 
J. Soc. Chem. Ind. 22, 1259 (1903). Method depends on the fact that in the 
presence of glycerol KI does not precipitate Bi but gives a yellow “solution.” 
Conversely, the method can be used to estimate iodides. Standard made as 
follows: Dissolve 1 g. pure metallic Bi in 3 cc. HNO; and 2.8 cc. water. 
Dilute to 100 cc. with glycerol. Dissolve 5 g. KI in 5 cc. of each of these 
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solutions mixed and diluted to 50 cc. with a mixture of glycerol and water. 
About 1 per cent solutions of Bi are compared. 

Croup, T. C., J.Soc. Chem. Ind. 28, 523 (1904). Determination of minute quan- 
tities of bismuth in copper and copper ores. Uses Pb(NOs3)2, HNOs, and KI. 
Will easily determine 0.01 mg. Bi. Method was used as a qualitative test for 
Bi by Abel and Field, J. Chem. Soc. 14, 290 (1861). 

RowELt, H. W., J. Soc. Chem. Ind. 27, 102 (1908); J. Chem. Soc. 94, ii, 325 
(1908). Uses H,SOu, KI, and H.SO;. Large amounts of Pb, Cu, Sn, Sb, Au, 
and Ag must be absent. 

MotHERWELL, H. A. B., Eng. Mining J. 104, 1091 (1917); C. A. 12, 460 (1918); 
J. Soc. Chem. Ind. 37, 92A (1918). 

SpurGE, G., Chem. Eng. Mining Rev. 11, 80 (1918); C. A. 18, 2648 (1919); 
Chem. Age 4, 584 (1921); Analyst 46, 298 (1921). Colorimetric estimation of 
bismuth in high-grade ores. Details of procedure given in C. A. 13, 2648 
(1919). HNO; solution of sample + KI + 3 drops H2SO;. 0.05 g. sample 
for 3 per cent Bi and over, 0.5 g. for below 3 per cent Bi. Comparative results 
with the BiOCl method show excellent agreement on ores containing 13 to 
45 per cent Bi. 

Purtiies, W. T., Eng. Mining J. 105, 882 (1918); C. A. 12, 1446 (1918). Method 
practically the same as that reported by Motherwell [Eng. Mining J. 104, 
1091 (1917)] and has been in use in S. Wales for several years. 

SNELL, F. D., Colorimetric Analysis, p. 62, D. Van Nostrand Co., New York, 
1921. Detenaiincion of bismuth as the iodide. 

Ausry, P., J. pharm. chim. 25, 15 (1922); C. A. 16, 2343 (1922); Analyst 47, 
129 (1922). Detection of bismuth in urine. Uses quinine sulfate, H»SO,, 
and KI. Orange-red precipitate. Gives a color at a dilution of 1 : 600,000 
of Bi,O3. A direct colorimetric determination was not successful. 

Cuny, L. and Porrot, G., J. pharm. chim. [7], 28, 215 (1923); C. A. 18, 208 
(1923); Analyst 49, 48 (1924); J. Soc. Chem. Ind. 43, B38 (1924). With 
P. Aubry’s iodoquinic reagent [J. pharm. chim. 25, 15 (1922)], addition of 
gum arabic causes an orange-yellow colloidal solution of the precipitate to 
from. Its color intensity varies with the Bi concentration. 

Laporte, C. E., J. pharm. chim. [7] 28, 304 (1923); C. A. 18, 1259 (1924); J. 
Soc. Chem. Ind. 43, B 38 (1924). Method based on that of Aubry [J. pharm. 
chim. 25, 15 (1922)] and the solubility of the precipitate in acetone. For a Bi 
content between 0.1 and 1 mg. Bi,O3, mix 10 cc. of the Bi solution in 10 per 
cent HNO; with 2 cc. of Léger-Aubry’s reagent, 8 cc. of acetone, and compare 
color with standard Bi solution similarly treated. 

AUTENRIETH, W. and Merver, A., Miinch. med. Wochschr. 71, 601 (1924); 
Chem. Zentr. 1924, ii, 220; J. Chem. Soc. 128, i, 182 (1925). Determination 
of bismuth in organs, blood, and excreta. Method based on formation of 
KBily. 

Kirruy, L. and Miter, H., Biochem. Z. 147, 377 (1924); J. Chem. Soc. 128, 
ii, 73 (1925). Method suited to biological application. Bi precipitated as 
phosphate with (NH,)2HPO, and the PO, determined with molybdic acid, 
quinol and NazCOQ;. 
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Kurrtuy, L. and MUtier, H., Biochem. Z. 149, 236 (1924). 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 77 and 78, 
D. Van Nostrand Co., New York, 1925. Uses cinchonine KI (method of 
W. C. Ferguson) and bismuth iodide (T. C. Thresh, Pharm. J. 1880, 641) 
methods. 

Hirt, C. A., Lancet 1925, II, 1281; C. A. 20, 1255 (1926). 

Jones, C. O. and Frost, E. C., Ind. Eng. Chem. 18, 596 (1926). Note on the 
determination of small amounts of bismuth in copper. Use KI and H,SO3;. 
Method suitable for the determination of 0.001 per cent of Bi in Cu. 


Blood. 

Myers, V. C., J. Lab. Clin. Med. 5, 349 (1919-20). Chemical changes in the 
biood in disease. 

Myers, R. G., J. Biol. Chem. 41, 119 (1920). A chemical study of the blood 
of several invertebrate animals. Colorimetric methods for different constit- 
uents. 

Hammett, F. S., J. Biol. Chem. 41, 599 (1920), Studies of variations in the 
chemical composition of human blood. 

Date, H. H. and Evans, C. L., J. Physiol. 54, 167 (1920-21). Colorimetric 
determination of the reaction of blood by dialysis. 

Arxinson, H. V. and Ets, H. N., J. Biol. Chem. 52, 5 (1922). Chemical changes 
of the blood under the influence of drugs. J. Ether. Use Kober nephelome- 
ter-colorimeter. 

Denis, W. and Hosson, S., J. Biol. Chem. 55, 183 (1923). A study of the inor- 
ganic constituents of the blood serum in nephritis. Colorimetric methods 
given in J. Biol. Chem. 55, 184. 

Denis, W. (with the assistance of Julia Goddard), J. Biol. Chem. 56, 473 Hou): 
A study of the inorganic constituents of the blood in experimental nephritis. 

KoeEnter, A. E., J. Biol. Chem. 52, 816 (1923-24). Colorimetric determination 
of blood. 

Wuetan, M., J. Biol. Chem. 63, 585 (1925). The effect of intravenous injec- 
tion of inorganic chlorides on the composition of blood and urine. 

Hirer, A., LInDER, G. C. and VAN StyxE, D. D., J. Biol. Chem. 64, 625 (1925). 
The reducing substances of the blood. Compares several methods. 

Lewis, H. B., with the cooperation of H. Updegraff, J. Biol. Chem. 65, 187 
(1925). The metabolism of sulfur. IX. The effect of repeated administra- 
tion of small amounts of cystine. Creatinine and amino-acid N by Folin 
methods. Cystine by Looney’s method. Blood by Folin-Wu procedure. 

STONE, W. J., Blood Chemistry: Colorimetric Methods, 2 ed., Paul B. Hoeber, 
Inc., New York. 129 pp. Reviewed in J. Am. Med. Assocn. 87, 434 (1926). 


Blood Analysis. 
Fo.tn, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). 
‘Myers, V. C., Practical Chemical Analysis of Blood, 2 ed., C. V. Mosby Co., 
St. Louis, 1924. 
Hopkins, E. G., McCrackan, R. F. and SHARPE, W. F., Bull. Med. Coll. Va. 23; 
No. 3, 24 (1926). Some time-saving procedures in the colorimetric analysis of 
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blood filtrates. I. Reliability of the dilution type of colorimeter. II. Prep- 
aration of permanent standards. III. Use of reduced amounts of blood and 
conservation of reagents. IV. Simplified calculations in colorimetry. ‘The 
diln. type of colorimeter is recommended for class use. Creatinine standards for 
the colorimetric detn. of creatinine are recommended in place of the dichromate 
standard. Creatinine as a by-product in the manuf. of meat juice is not now 
expensive. Folin’s method of blood analysis was modified so that 4 constit- 
uents of clinical importance could be detd. in 2 cc. of blood. Calens. in colorim- 
etry were simplified so that results were obtained by multiplying readings by 
simple factors such as 10 or 2.” L. W. Riggs, C. A. 21, 2005 (1927). 


Blood Fat. 


Dus, H., J. Biol. Chem. 33, 377 (1918). Studies of the blood fat and lipoids 
of the dog before and after the production of experimental anemia. Nephel- 
ometric and colorimetric methods of Bloor. 

Hortucui, Y., J. Biol. Chem. 44, 345 (1920). Variation of the blood fat con- 
stituents of rabbits under normal conditions. Nephelometric methods for 
total fat and lecithin colorimetric for cholesterol. 


Boric Acid. 


HEBEBRAND, A., Z. Untersuch. Nahr. Genussm. 5, 55 (1902); J. Soc. Chem. .Ind. 
21,, 278 (1902). Uses curcumin. 

HEBEBRAND, A., Z. Untersuch. Nahr. Genussm. 5, 1044 (1902); Analyst 28, 37 
(1903). The amount of boric acid in fruits. Uses turmeric solution. / 

Cassa, C. E. and GErrans, H., Brit. Food J. 4, 210 (1902) and Chem. News, 
87, 27 (1903); J. Chem. Soe. 84, ii, 332 (1903); J. Soc. Chem. Ind. 22, 381 
(1903). Use an alcoholic solution of curcumin. 

Aten, A. H. and TAnKarp, A. R., Analyst 29, 304 (1904). The determina- 
tion of boric acid in cider, fruits, etc. Refer to the method of Cassal and 
Gerrans [Brit. Food J. 4, 210 (1902)] for boric acid in milk and other foods. 
This method is based upon the fact that in the presence of oxalic acid the 
coloring matter of turmeric forms with boric acid an intense magenta-red 
color more delicate than the ordinary turmeric reaction (i.e., when oxalic acid 
is absent), and permanent for many hours. 

Crips, C. H. and Arnaup, F. W. F., Analyst 31, 147 (1906); J. Chem. Soc. 90, 
ii, 394 (1906). Approximate estimation of boric acid. Use turmeric paper. 

BERTRAND G. and Acutnon, H., Compt. rend. 157, 1433 (1913); J. Chem. Soc. 
106, ii, 146 (1914). Method of estimating extremely small seuagiiues of 
boron in organic substances. Use turmeric paper. 

Firepit, E., Arch. farmacognosia sci. affini. 3, 29 (1914); through Sa chim. 
cane 1, 564; C. A. 9, 901 (1915). Determination of small quantities of — 
boron in organic substances. Uses curcumin. | 

HALpuHEN, G., Ann. fals. 8, 1 (1915); J. Soc. Chem. Ind. 34, 278; C. A. 9, eet 
(1915). ate turmeric solution. 

HAw ey, H., Proc. Soc. Pub. Anal. March 3, 1915; Chem. News 111, 143 a 
Routine detec and estimation of porte acid in butter. Uses an alcoholic 
extract of turmeric. i ah 
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SNELL, F, D., Colorimetric Analysis, p. 126, D. Van Nostrand Co., New York, 
1921. Determination of boric acid by curcumin. 

SNELL, F. D., Colorimetric Analysis, p. 127, D. Van Nostrand Co., New York, 
1921. Determination of boric acid by turmeric paper. 


Boron. (See Boric acid.) 


Bromine. 

Hatt, C. C., J. Anal. Chem. 4, 167 (1890). Rapid determination of bromine in 
presence of chlorine. Br liberated by Cl and dissolved in CHC]. 

Dispin, W. J. and Cooper, L. H., Anatyst 35, 159 (1910); J. Chem. Soc. 98, 
li, 448 (1910); C. A. 4, 2249 (1910); J. Soc. Chem. Ind. 29, 562 (1910). Col- 
orimetric estimation of small quantities of bromine in the presence of large 
quantities of chlorine and small quantities of iodine. Use H»SO, and Cl. 
Brown. color of Br solution is matched against a standard similarly treated. 

Bausicny, H., Bull. soc. chim. 9, 352; C. A. 5, 2380 (1911). Determination 
of very small amounts of bromine in the presence of chlorides and iodides. 
Recommends the colorimetric method for amounts of the order of 0.01 mg. 
but for 1 mg. or more, the Br is distilled off after adding KMnO, and weighed 
as AgBr. 

J. Assocn. Oficial Agri. Chem. [I] 1, 97 (1915). A study of the colorimetric meth- 
ods for Br shows that they are not entirely satisfactory. 

_ SwEENEY, O. R. and Witurow, J. R., J. Ind. Eng. Chem. 9, 671 (1917). The 
chemical examination of natural brines. Br liberated by Cl-water and dis- 
solved in CCl. 

OPPENHEIMER, E., Arch. exptl. Path. Pharmakol. 89, 17 (1921); J. Chem. Soc. 
120, ii, 273 (1921); Analyst 46, 516 (1921). Anew method for the estimation 
of bromine in very small quantities. Schiff’s reagent is colored deep blue 
violet by bromine. 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed. p. 96, D. Van 
Nostrand Co., New York, 1925. Uses magenta reagent. A solution con- 
taining 0.001 g. Br. per liter gives a violet to reddish-violet color. 


Brucine. 

DowzarD, E., Proc. Chem. Soc. (London), 18, 220 (1902); Chem. News 87, 99 
(1903); J. Soc. Chem. Ind. 21, 1560 (1902). The determination of brucine in 
nux vomica. 

Woser, A., Z. agnew. Chem. 31, i, 124 (1918); J. Chem. Soc. 114, ii, 339 (1918); 
J. Soc! Sherr Ind. 37, 441A (1918); Z. anal. Chem. 62, 256 (1923). Colorimet- 
ric estimation of brucine in presence of strychnine. Uses a mixture of con- 
centrated HNO; and 20 per cent H.SO, in Dowzard’s method and adds a 
saturated solution of KC1O; immediately after the reaction. This modified 
procedure is more reliable than ne original in which the coloration fades with 
varying velocity. 


Buffer. 


Mclivarnz, T. C., J. Biol. Chem. 49, 183 (1921). Buffer solution for color- 
__ imetric comparison, 
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Butyric Acid. 
DENIGES, G., Bull. soc. pharm. Bordeaux, 1917, No. 3; Répert. pharm. 28, 
262 (1917); Ann. chim, anal. 23, 27 (1918); J. Chem. Soc. 114, ii, 138 (1918); 
C. A. 11, 3198 (1917). Detection and estimation of butyric acid. 


Calcium. 


Hinps, J. I. D., J. Am. Chem. Soc. 18, 661 (1896) and Chem. News 73, 285, 299 
(1896). Photometric method for the quantitative determination of lime 
and sulfuric acid. 

Hinps, J. I. D., J. Am. Chem. Soc. 22, 269 (1900). Lime and sulfuric acid by 
the photometric method. 

Lyman, H., J. Biol. Chem. 21, 551 (1915). A turbidimetric method. Ca is 
precipitated as CaC,Ou,, dissolved, and reprecipitated as Ca-soap. The cloud 
thus formed is matched in a colorimeter against a standard suspension. 

How.anp, J., HArssLErR, F. H. and Marriorr, W. McK., Proc. Amer. Soc. 
Biol. Chem., J. Biol. Chem. 24, xviii (1916). The use of a new reagent for 
microcolorimetric analysis as applied to the determination of calcium and of 
inorganic phosphates in the blood serum. The methods are based on the fact 
that the red color of a solution of Fe(CNS); is discharged by certain sub- 
stances, e.g., oxalates and phosphates. Ca is precipitated as the oxalate, 
dissolved in acid, added to a standard solution of Fe(CNS)3, and made up 
to a definite volume. The color of the solution is compared with that of a 
solution containing known amounts of CaC,O, and Fe(CNS);. The phos- 
phates are precipitated as MgNH4.4PO,, the latter dissolved and color com- 
parison made as above. 

Marriott, W. McK. and Howranp, J., J. Biel. Chem. 32, 233 (1917). A 
micro method for the determination of calcium and magnesium in blood serum. 
Use Fe(CNS); method. 

Kramer, B. and Tispatt, F. F., J. Biol. Chem. 47, 475 (1921); Proc. Am. Soc. 
Biol. Chem., J. Biol. Chem. 47, xl (1921); Johns Hopkins Hospital Bull. 32, 
46 (1921). A simple technique for the determination of calcium and mag- 
nesium in small amounts of serum. Use Fe(CNS); method. 

Crark, G. W., J. Biol. Chem. 49, 487 (1921). The micro determination of cal- 
cium in whole blood, plasma, and serum by direct precipitation. Nephe- 
lometrically as Ca-soap. Colorimetrically with ferric thiocyanate. 

Laiw1aw, P. P. and Paynr, W. W., Biochem. J. 16, 494 (1922); C. A. 17, 3848 
(1923); J. Soc. Chem. Ind. 41, 918A (1922). Use alizarinate method. Accu- 
rate to 0.002 mg. Ca. 

Grécorre, A., CARPIAUX, E., Larose, E., and Sora, T., Bull. soc. Shee. Belg. 
32, 123 (1923); C. A. 17; 1931 (1923); J. Soc. Chem. Ind. 42, 427A (1923); 
Z. anal. Chem. 64, 342 (1924). Ca precipitated as pale yellow colloidal Ca 
oleate. 

CHENEVEAU, C. and Boussu, R., Compt. rend. 177, 1296 (1923). Sur le dosage 
du calcium par la méthode opacimétrique. 

Feici, F. and PAvetka, F., Mikrochemie 2, 85 (1924); J. Chem. Sac 126, ii 
784 (1924). Use ammimouiin, ferrocyanide and 50 per cent alcohol, 
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Rog, J. H. and Kaun, B. S., J. Biol. Chem. 67, 585 (1926). A colorimetric 
method for the estimation of blood calcium. 


Calculations. 


STONER, W. H., J. Lab. Clin. Med. 10, 574 (1924-25). Simplified colorimetric 
calculation. 

Hopkins, E. G., McCrackan, R. F., and SHarpe, W. F.,. Bul. Med. Coll. Va. 
23, No. 3, 24 (1926); GA, 21, 2005 (1927). 

MeC ence an R. F., PASSAMANECK, E., and Harman, (Miss) K. E. “a Chem. 
Education 3, 416 ‘(1926). Sopa calculations in colorimetry. 


Caramel. 


Hate, C. F., Chem. Eng. 14, 475; C. A. 6, 666 (1912). Colorimetric test for 
caramel. 

Meapg, G. P., Ind. Eng. Chem. 15, 275 (1923). The estimation of caramel 
in sugar products—criticism of the Ehrlich method. 


Carbohydrate. (See also, Dextrose, Glucose, Lactose, and Sugar.) 


NEITzEL, E., Neue Z. Riibenzucker Ind. 10, 833; J. soc.’Chem, Ind: 13, 285 
(1894). 

NEITZEL, E., Z. Spiritusind. 17, 163 (1894); J. Soc. Chem. Ind. 18, 985 (1894). 

NEITZEL, E., Z. Spiritusind. 20, 163 (1896); Dingler’s polytech. J. 297, 164; 
Z. anal. Chem. 35, 600 (1896); Chem. News 74, 293 (1896). Method pat- 
ented! 

Wacker, L., Ber. 42, 2675 (1909); C. A. 8, 2575 (1909); cf. C. A. 2, 175 (1908). 
Colorimetric method for the determination of mol. wt. of carbohydrates. 
(Distinction of primary from secondary and tertiary alcohols.) 

Deun, W. M., and Hartmay, F. A., J. Am. Chem. Soc. 36, 403 (1914). Use 
picric acid. 

BERNHARD, A., Diss. Brooklyn Polytech. Inst., June, 1915; Sugar 17, No. 11, 
41 (1915); C. A. 10, 1230 (1916). A simple colorimetric method for the 
determination of free reducing sugar and total carbohydrates in miscella- 
neous food materials. Uses the color reaction produced by heating dextrose 
in alkaline solution with picric acid. Picramic acid formed. 

DiscueE, Z. and Popper, H., Klin. Wochschr. 5, 1973 (1926); C. A. 21, 431 
(1927). Colorimetric micromethod for estimating the total ae ee 
content of organs and body fluids. 

DiscuE, Z. and Popper, H., Biochem. Z. 175, 371 (1926); C. A. 21, 932 (1927); 
cf. C. A. 21, 431. A new colorimetric microchemical determination of carbo- 
hydrates in organs and body fluids. 


Carbon. 


EccERtTz, Jern Kontorets Annaler, 1862, p. 54. Colorimetric estimation of 
carbon in iron. 

EcGErTz, Chem. News 7, 254 (1863). Methods of estimating carbon in iron 
and steel. Reports several methods, including a colorimetric one based on the 
yellow to brown colored solution obtained by dissolving the sample in HNOs. 
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EccErtTz, Chem. News 29, 65 (1869); Dingler’s polytech. J. 194, 116. Process 
for determining the carbon chemically combined with iron. 

DINcLER, Jahrb. der Kaiserlich-Kéniglichen Geologischen Reichsanstalt No. 
4, 1869; Chem. News 21, 131 (1870). Colorimetric carbon-test of Eggertz. 

Britton, J. B., Chem. News 22, 101 (1870); J. Franklin Inst. 89, 356 (1870). 
The determination of combined carbon in iron and steel by the colorimetric 
process. Describes a colorimeter consisting of 16 tubes arranged in a portable 
wooden frame. Gives a diagram of the apparatus. Modifies Eggertz’ 
method. 

Britton, J. B., Chem. News 26, 139 (1872); see also ibid. 22, 101 (1870). Deter- 
mination of combined carbon in steel by the colorimetric method. Describes 
a colorimeter consisting of 16 tubes arranged in a portable wooden frame. . 
Modifies Eggertz’ method. 

Eccertz, Jern Kontorets Annaler, 1874, p. 176. Colorimetric method for car- 
bon in iron. Made some additions to his original procedure and believed C 
could be estimated to about 0.1 per cent. 

Tayior, E. R., Chem. News 29, 148 (1874). Improvements upon Eggertz’ 
method for determining combined carbon in steel. 

Kern, S., Chem. News 35, 17 (1877). On the calculation of the percentage of 
carbon in steel by Eggertz’ method. Gives a simple and obvious method of 
calculation. Nothing novel. 

GALBRAITH, W., Chem. News 35, 43 (1877). Carbon in steel by Eggertz’ 
method. Note saying Kern (ibid. p. 17) simply shows how to make a calcu- 
lation. No improvement and nothing new or novel. 

Lreps, A. R., Chem. News 87, 230 (1878). Estimation of combined carbon in 
iron and steel with the color-comparator. 

Dupré, A. and Witson, H., Proc. Chem. Soc. Jan. 16, 1789; Chem. News 39, 
39 (1879). The estimation of minute quantities of carbon in water. Method 
consists in burning the carbon to CO», absorbing the latter in a 2 per cent solu- 
tion of basic PbAc», and matching the turbidity against a standard suspension 
similarly prepared. Authors call the method a “nephelometric” method. 

Kern, S., Chem. News 40, 225 (1879). On the estimation of carbon in cast- 
steels. Compares combustion and Eggertz’ methods and points out that the 
results may differ very much. 

WESTMORELAND, J. W., Chem. News 41, 152, 250 (1880). Says the color 
method for carbon in steel is satisfactory, if carefully carried out. Refutes 
Kern, zbid. 40, 225. ~~ 

ParKER, J. S., Chem. News 42, 88 (1880). On the varying condition of carbon 
in steel, and its influence on Eggertz’ coloration process. Says method is 
liable to great variations. 

EGceRtz, Chem. News 44, 173 (1881); J. Chem. Soc. 42, 98 (1882); cf. Z. anal. 
Chem. 2, 434 (1863) and 10, 245 (1871). Colorimetric estimation of carbon 
in iron. Suggests improvements on his original method. Studies the influ- 
ence on the color of the solution due to the presence of the following substances 
in iron: Mn, P, S, Cu, Si, W, Cr, V, Ni, and Co. 

StEap, J. E., Chem. News 47, 285 (1883); J. Chem. Soc. 44, 1032 (1883). New 
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method for the estimation of minute quantities of carbon in iron or steel, 
and a new form of chromometer. HNO; solution of iron treated with soda. 
Fe is precipitated but color due to C remains. 

Eccertz, Berg. u. Hiitt. Z. 42, 435 (1883); J. Soc. Chem. Ind. 3, 178 (1884). 
Estimation of carbon in iron and steel. 

STEAD, M., Berg. u. Hiitt. Z. 42, 451; Chem. News 51, 36 (1885); Z. anal. 
Chem. 23, 573 (1884). Colorimetric determination of carbon in iron and steel. 
Dissolves sample in HNO; and matches against a standard. 

RipspatE, C. H., J. Soc. Chem. Ind. 5, 585 (1886); see also J. Anal. Chem. 1, 221 
(1887). New apparatus described and Stead’s alkali method for low carbon 
steels and iron given. 

Rosinson, T. W., Trans. Am. Inst. Mining Eng. July, 1887; see also J. Anal. 
Chem. 1, 420 (1887). Inorganic standards for the colorimetric carbon test. 
Uses chlorides of Co, Cu, and Fe. 

SHARPLESS, F. F., J. Anal. Chem. 2, 54 (1888). Uses solutions of CoCl:, CuCh, 
and FeCl; as color standards for carbon determination. 

- Hocc, T. W., Chem. News 58, 175 (1888). On the influence of sulfur upon 
Eggertz’ carbon color test. 

RiwspatLE, C. H., J. Soc. Chem. Ind. 7, 70 (1888); see also J. Anal. Chem. 8, 176 
(1889). A simplified chromometer for comparison of moderately deep tints. 
The apparatus is especially adapted for the estimation of carbon in steel. 

Puitiires, H. J., Chem. News 69, 259 (1894). Eggertz color test (carbon). 
Finds the use of a translucent gelatin paper of a greenish yellow tint between 
the carbon tubes and an ordinary gas flame eliminates the green color often 
observed with mild steels, and much smaller amounts of carbon can be esti- 
mated. 

Hinz, E. and Weser, H., Z. anal. Chem. 38, 725 (1894). Chem. News 72, 
85 (1895). A conspectus of the most general methods for determining carbon 
iniron. Colorimetric method given in Z. anal. Chem. 33, 740 (1894). 

Lepesour, H., Bull. soc. encour. ind. nat. 10, No. 3; Chem. News 71, 318 (1895). 
Study on the values of the most usual methods for the determination of carbon 
in iron. 

Hoos, T. W., J. Soc. Chem. Ind. 14, 1022 (1895). C and Crinsteel. Eggertz 
method for C. 

Aucuy, G., J. Am. Chem. Soc. 25, 999 (1903). The color test in high carbon 
steels. : 

Tucker, J. Iron Steel Inst., London, 96, 1, 137; from Auchy, J. Am. Chem. Soc. 
25, 999 (1903). Eggertz’ method for carbon in steel. Says “‘its inaccuracy is 
well recognized.” 

HapFiep, J. Iron Steel Inst., London, 96, 2, 187; from pet ong J. Am. Chem. 
Soc. 25, 999 (1903). rncie’ method for at Gee in steel. Says “‘it had long 
been a matter of knowledge in the Sheffield steel trade, that the color test was 
apt to give misleading results.” 

GatpraitH, J. Iron Steel Inst., London 181, 234; from Auchy, J. Am. Chem. 
Soc. 25, 999 (1903). Eggertz’ method for carbon in steels. Says method 
“should be abandoned,” ' 
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Boynton, H. C. and H. K., Stahl u. Eisen 1940, 1070; Chem.-Ztg. Rep. 23, 283 
(1904); Analyst 30, 28 (1905). The colorimetric determination of carbon 
in steel. Uses Eggertz’ method. 

ScHUMACHER, H., Stahl u. Eisen 25, 163; Z. anal. Chem. 44, 212 (1905). A 
colorimeter for determining carbon by Eggertz’ method. 

Wuire, C. H., Bull. Am. Inst. Mining Eng. 1906, 743; J. Soc. Chem. Ind. 25, 
1007 (1906). Colorimetric determination of carbon in steel. 

PARAVICINI, Stahl u. Eisen 29, 1233 (1909); Z. anal. Chem. 49, 767 (1910). A 
colorimeter for the determination of carbon in steel and iron. 

Mavrer, E., Stahl u. Eisen 29, 1234; Z. anal. Chem. 49, 767 (1910). On the 
colorimetric determination of carbon. 

ARNOLD, J. O. and Reap, A. A., Metallurgie 7, 554 (1910); J. Iron Steel Inst., 
London, 1910. Determination of carbon in manganese containing steel. 

Kouovt, J. F., J. Ind. Eng. Chem. 4, 378 (1912); C. A. 6, 2219 (1912). Color- 
imetric method for the determination of carbon in iron and steel. Sample 
dissolved in HNO; and color compared with standards. 

Woop, E. E., J. Ind. Eng. Chem. 4, 547 (1912); C. A. 6, 2727 (1912). Color- 
imetric method for the determination of carbon in iron and steel. Claims 
Kohout’s method of dilution [J. Ind. Eng. Chem. 4, 378 (1912)] is not new. 
It is the Eggertz process. 

HELLMAN, C. G., J. Ind. Eng. Chem. 4, 548 (1912). Colorimetric method for 
the dcauienon of carbon in ironand steel. A note of protest against 
Kohout’s claim [J. Ind. Eng. Chem, 4, 378 (1912)] of modifying the Eggertz 
process for carbon. 

LE Cuatetier, H. and Boctrcu, F., Compt. rend. 162, 709, 731 (1916); C. A. 
10, 2181 (1916). The determination of carbon by the Eggertz method. 
Uses HNO; first cold, then heats and finally cools rapidly. 

Le CuaTE ier, H. and Boerrtcu, F., Ann. chim. anal. 22, 193, 225 (1917). Car- 
bon in steel and iron. Use Eggertz’ method. 

BENEKER, J. C., Chem. Analyst 22, 3 (1917); C. A. 12, 659 (1918). Determina- 
tion of carbon in steel by the colorimetric method. LHHNO;-H;PO, method. 

WuitELeEy, J. H., Stahl u. Eisen 88, 619 (1918); Z. anal. Chem. 59, 246 (1920). 
On the determination of carbon in steel according to Eggertz’ method. 

SNELL, F. D., Colorimetric Analysis, p. 55, D. Van Nostrand Co., New York, 
1921. Carbon in steel. 

Conepon, L. A., Brown, F. J. and Frrepet, R. K., Chem. News 129, 253 (1924). 
Critical studies on methods of analysis. XIII. Carbon. Makes an experi- 


mental comparison of the colorimetric method (brown color a by. 


HNO,;) for C in iron and steel with the other methods. 
Scort, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 128, D. Van 
Nostrand Co., New York, 19265. 


Carbon Dioxide. 
Hiccins, H. L. and Marriott, W. McK., J. Am. Chem. Soc. 89, 68 (1917); 
J. Chem. Soc. 112, ii, 270 (1917); J. Soc. Chem. Ind. 36, 232 (1917). A color- 
imetric method for the estimation of the percentage of carbon dioxide in the 
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air. Use 0.001 N NaHCO; containing 0.01 per cent phenolsulphonephthalein. 
Accuracy 5 per cent. 

McCrzgan, A. P. D. and Denison, R. B., S. African J. Sci. 28, 253 (1926); 
C. A. 21, 2235 (1927). Accurate colorimetric method for the estimation of 
very small quantities of carbon dioxide. 


Carbon Monoxide. 


VaN SLYKE, D. P. and SAtveseEn, H. A., J. Biol. Chem. 40, 103 (1920). The 
determination of carbon monoxide in blood. Haldane, J. Physiol. 18, 430 
(1895), uses carmine solutions. 


Carnosine. 


Ftrru, O. von and Hryntscuak, T., Biochem. Z. 64, 177 (1914). Use the 
diazo-reaction and also the Cu method. 

CLIFFORD (Miss) W. M., Biochem. J. 15, 400 (1921); J. Chem. Soc. 120, ii, 604 
(1921); Analyst 46, 507 (1921). Uses Na,CO; and p-diazobenzene-sulphonic 
acid. 

Hunter, G., Biochem. J. 15, 690 (1921). Colorimetric estimation of carnosine. 


Carotin. 


ScHErTz, F. M., J. Agr. Research 26, 383 (1923); Chem. Zentr. 138 (1925). 
Determination of carotin with spectrophotometer and colorimeter. 


Cerium. 


Scott, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 138, D. Van 
Nostrand Co., New York, 1925. Colorimetric estimation of ceria in thoria, 
thorium nitrate, etc. [Benz, Z. angew. Chem. 16, 300 (1902)]. 


Chlorate. 


Linpo, D., Chem. News 58, 1, 15, 28 (1888). Phenol and some allied bodies as 
tests with concentrated sulphuric acid for nitrites, nitrates, and chlorates in 
aqueous solution. 

Atvarez, E. P., Compt. rend. 124, No. 6; Gazz. chim. ital. 128 (1897); Chem. 
News. 79 (1899). Suggests resorcin and g-naphthol as reagents for NO», NOs, 
and ClO3. 

Atvarez, E. P., Bull. soc. chim. 33, 717.(1905); Analyst 30, 285 (1905). Ob- 
servations on the use of diphenylamine as a reagent for nitrites, nitrates, and 
chlorates. 

ALVAREZ, E. P., Chem. News 91, 155 (1905). Observations on diphenylamine 
as reagent for nitrites, nitrates, chlorates, and its use when mixed with resorcin 
and g-naphthol. Use diphenylamine and resorcin for NO, and NO; and 
diphenylamine and s-naphthol for ClOs. 

/ Virert, J. F., Ann. chim. anal. chim. appl. 14, 85 (1909); C. A. 3, 1737 (1909); 
Chem.-Ztg. 32, 1254 (1908). Uses aniline chloride in HCl. Violet changing 
“to blue obtained with ClO; and certain other oxidizing agents. 


Chlorine. 


Rorn, C., Correspondenz-Blatt des Vereines Anal. Chem. No. 15 (1880); Chem. 
News 42, 283 (1880). Colorimetric determination of chlorine in potassium 
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bromide. 1g. KBr +1 g. K;Cr.O; are mixed in powder form, placed in . 
a 100 cc. flask, covered with 5 cc. concentrated H,SO,, an adapter connected 
and the mixture heated gently to about 128°. The distillate is collected 
in a receiver containing 100 cc. of water to which has beén added 5 or 6 
drops of NH,OH. When all the chlorine has been expelled, the distillate 
is compared against (NH,)2CrO;, solutions of known strength. 


Rotu, C., Die Chemische Ind. No. 7, July, 1880; Chem. News 48, 60 (1881); 
Z. anal. Chem. 20, 418 (1881). Colorimetric determination of chlorine in 
potassium bromide. ‘This is the same method reported in Chem. News 42, 
283 (1880). 


Hacer, H., Chem. Zentr. 16, 588; J. Soc. Chem. Ind. 4, 613 (1885). Dipheny!- 
amine, a valuable reagent for detecting free chlorine. 


PueE tps, E. B., Bull. No. 1, Ohio State Board of Health, Jan. 1913. Uses ortho- 
tolidine dissolved in dilute HAc as a delicate color test for free chlorine in 
water. 


Eis, J. W. and Hauser, S. J., J. Ind. Eng. Chem. 5, 915, 1030 (1913); C. A. 
8, 880 (1914); Analyst 39, 454 (1914); J. Soc. Chem. Ind. 32, 1125 (1913). 
o-Tolidine as a reagent for the colorimetric estimation of small quantities of 
free chlorine. Use o-tolidine in HCl solution. This is the best method 
available for the estimation of quantities of chlorine of the order of 1 part 
per million or less. Less than 0.01 p.p.m. can be detected. 


Exims, J. W. and Hauser, S. J., J. Ind. Eng. Chem. 6, 553 (1914). The effect 
of ferric salts and nitrites on the ortho-tolidine and starch-iodide tests for 
free chlorine. 


LeRoy, G. A., Compt. rend. 165, 226 (1916); Ann. chim. anal. 21, 240; cf. 
C. A. 10, 1564 (1916); C. A. 11, 507 (1917). Uses hexamethyl-tri-p-amino- 
triphenyl-methane in HCl solution. This added to water containing as little 
as 0.03 part Cl per million produces a violet color immediately. Nitrites 
interfere to a less extent than when the starch-oidide test is used. 

SNELL, F. D., Colorimetric Analysis, p. 105, D. Van Nostrand Co., New York, 
1921. Determination of chlorine by o-tolidine. 

Sticu, Pharm. Ztg. 65, 1009 (1920); C. A. 15, 1473 (1921). Opalescence in the 
estimation of minute quantities of chlorides. 

Isaacs, M. L., J. Biol. Chem. 53, 17 (1922); C. A. 16, 3494 (1922). Colorim- 
etric estimation of blood chlorides. Method depends on the conversion of 
AgeCrO, into NasCrO, by the action of the blood chlorides. 

Dupray, M., J. Biol. Chem. 58, 675 (1923-24); C. A. 18, 1840 (1924). Uses 
a modification of Isaacs’ method, and makes it more sensitive by adding KI 
and H.SO, and estimating the iodine set free. 

Standard Methods for the Examination of Water and Sewage, 6 ed., p. 44, 
American Public Health Association, New York, 1925. Uses o-tolidine. 

Roakg, C. E., Ind. Eng. Chem. 17, 257 (1925).. Preparation of o-tolidine solu- 
tion for the determination of chlorine in chlorinated water. o0-Tolidine first 
treated with HCl. Solution is then easier. 

Yosuimatsu, S., Tohoku J. Exptl. Med. 7, 553 (1926); C. A. 20, 3711 (1926). 
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Colorimetric method for the determination of chlorides, inorganic sulfates 
and inorganic phosphates in small amounts of blood. 

Porter, L. E., Ind. Eng. Chem. 18, 730 (1926); C. A. 20, 2800 (1926). Free 
chlorine in air. A colorimetric method for its estimation. Uses o0-tolidine 
in HCl solution. 


Chloroform. 


SEYDA, Z. 6ffentl. Chem. 3, 333 (1897). 

Cote, W. H., j. Biol. Chem. 71, 173 (1926); C. A. 21, 431 (1927). The pyridine 
test as a Guantitative method for the estimation of minute amounts of chloro- 
form. 


Cholesterol. 


Gricavt, A., Compt. rend. soc. biol. 68, 791, 827 (1910). Colorimetric deter- 
mination of cholesterol in blood. 

Gricaut, A., Compt. rend. soc. biol. 71, 513 (1911). Cholesterol in blood 
serum and in tissues. 

WEsToN, P. G., J. Med. Research 25, 47 (1912); C. A. 6, 1623 (1912). Uses 
the Salkowski’s color reaction as a test for cholesterol. The method will detect 
differences between 0.00005 or 0.000025 gram and is ‘‘recommended es- 
pecially for the estimation of choesterol in blood, lymph, ... .” 

Mauriac, P. and DerayE, Compt. rend. soc. biol. 73, 143 (1912); C. A. 8, 1133 
(1914). Clinical colorimetric methods for determining cholesterol. 

WEsTON, P. G. and Kent (Miss) G. H., J. Med. Research, 26, 531; C. A. 6, 
2764 (1912). Determination of the cholesterol content of human serum by 
the colorimetric method. Use the Solkowski color reaction. 

CorpPer, H. J., J. Biol. Chem. 12, 197 (1912). A modification of Ritter’s 
method for the quantitative estimation of cholesterol. Compares colori- 
metric and gravimetric methods. 

Gricaut, A., Monograph: “Le cycle de la cholesterinémie,” Steinheil, Paris, 
1913. 

AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 60, 1243 (1913). The 
colorimetric determination of total cholesterol in blood and organs. A slight 
modification of the Grigaut technique. 

Henés, E., Jr., Proc. N. Y. Path. Soc. 13, 155 (1913). Uses the extraction 
method of Weston and Kent and the colorimetric method of Grigaut (Compt. 
rend. soc. biol. 68, 827 (1910). 

RosENBLOoM, J., J. Biol. Chem. 14, 241 (1913). A quantitative chemical 
analysis of human bile. Uses Windaus’ method (ref. not given by R.) for 
cholesterol and cholesterol esters. 

Lirscutitz, I., Biochem. Z. 54, 217 (1913). 

Leumay, E. P., J. Biol. Chem. 16, 495 (1913-14). On the rate of absorption 
of cholesterol from the digestive tract of rabbits. Uses Autenrieth-Funk 
colorimetric method of cholesterol estimation, etc. 

Gricavt, A., J. pharm. chim. 9, 146 (1914); J. Soc. Chem. Ind. 33, 276 (1914). 

Scurerser, E., Miinch. med. Wochschr. 60, 2001; C. A. 8, 1972 (1914). The 
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quantitative determination of cholesterol and oxycholesterol by the Auten- 
rieth and Funk method. 

Bioor, W. R., J. Biol. Chem. 24, 227 (1916). The determination of cholesterol 
in blood. 

CsonkA, F. A., J. Biol. Chem. 24, 431 (1916). A critique of certain data on 
the content of cholesterol and fatty substances in the blood, together with a 
modification of the colorimetric method for estimating cholesterol. 

Muetter, J. H., J. Biol. Chem. 25, 549 (1916). A comparison of the results 
obtained by the colorimetric and gravimetric determinations of cholesterol. 

Bioor, W. R. and Knupson, A., J. Biol. Chem. 27, 107 (1916). The separate 
determination of cholesterol and cholesterol esters in small amounts of blood. 
Chloroform extracts, acetic anhydride and H.SO,;. Total cholesterol by 
Bloor’s method. 

LuDEN, G., J. Biol. Chem. 27, 273 (1916). Observations on the changes in the 
cholesterol content of the blood of goats, following cholesterol feeding alone, 
Roentgen treatment alone, and cholesterol feeding combined with Roentgen 
treatment and subsequent castration. Uses Autenrieth-Hellige colorimeter. 

Weston, P. G., J. Biol. Chem:.28, 383 (1916-17). Colorimetric methods for de- 
termining serum cholesterol. Extraction methods and colorimetric methods 
are compared. 

Kast, L., Myers, V.C. and WARDELL (Miss) E., Proc. Soc. Exptl. Biol. Med. 15, 
1 (1917); cf. C. A. 11, 3322 (1917); C. A. 12, 811 (1918). The estimation of 
cholesterol in blood. 

Denis, W., J. Biol. Chem. 29, 93 (1917). Cholesterol in human blood under 
pathological conditions. Bloor’s modification of Autenrieth-Funk colori- 
metric method. 

Broor, W. R., J. Biol. Chem. 29, 437 (1917). The determination of cholesterol 
in blood. Finds Duboscq colorimeter more accurate than the Autenrieth- 
K6nigsberger instrument. 

Lupen, G., J. Biol. Chem. 29, 463 (1917). The influence of bile derivatives 
in Bloor’s cholesterol determination. 

Warner, D. E. and Epmonp, H. D., J. Biol. Chem. 31, 281 (1917). Blood fat 
in domestic fowls in relation to egg production. Cholesterol determination 
with Duboscq colorimeter. 

LupEN, G., J. Lab. Clin. Med. 8, 93 (1917-18). Influence of bile derivatives in 
in Bloor’s cholesterol determination. 

McCruppev, F. H. and Sarcent, C. S., J. Biol. Chem. 838, 387 (1918). Com- 
parison of the glucose and cholesterol content of the blood. Glucose by 
Lewis and Benedict method. Cholesterol by Autenrieth and Funk method. 

BERNHARD, A., J. Biol. Chem. 35, 15 (1918). The determination of cholesterol 
in blood serum. Revised method of Henes. 

Myers, V. C. and WarDELL, (Miss) E. L., J. Biol. Chem. 36, 147 (1918). The 
colorimetric estimation of cholesterol in blood with a note on the estimation 
of coprosterol in feces. 

LupEN, G., J. Lab. Clin. Med. 4, 727 (1918-19). 

Myers, V. C., J. Lab. Clin. Med. 5, 780 (1919-20). 
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FEx, J., Biochem. Z. 104, 109 (1920). 

GAMBLE, J. L. and BiacxFay, K. D., J. Biol. Chem. 42, 401 (1920). Evidence 
indicating a synthesis of cholesterol by infants. Kumagawa and Sutos 
method, Biochem. Z. 8, 315 (1908). 

Kiep, H. A., J. Biol. Chem. 44, 215 (1920). Variation in the cholesterol content 
of the serum in pneumonia. 

Kwnupson, A., J. Biol. Chem. 45, 255 (1920-21). Relationship between chol- 
esterol and cholesterol esters in the blood during their absorption. Choles- 
terol by Bloor’s method. 

GARDNER, J. A. and Witt1ams, M., Biochem. J. 15, 366 (1921); C. A. 16, 1260 
(1922). Make a comparison of the gravimetric and colorimetric methods. The 
colorimetric methods satisfactory with serum or blood, less trustworthy with 
other tissue extracts. 

GARDNER, J. A. and Fox, F. W., Biochem. J. 15, 376 (1921); Analyst 46, 508 
(1921). Source of error in the colorimetric methods for the estimation of 
cholesterol in tissue fats. Alcoholic KOH on being extracted with ether 
may yield some resinous matter which when dissolved in chloroform gives 
a coloration with acetic anhydride and sulphuric acid. The coloration is 
sufficient to introduce an error in the estimation of cholesterol. 

Bioor, W. R., PELKAN, K. F. and ALLEN, D. M., J. Biol. Chem. 52, 191 (1922). 
Determination of fatty acids and cholesterol in small amounts of blood 
plasma. Cholesterol separated and determined colorimetrically and the 
fatty acids determined nephelometrically. 

KRASTELEWSKY, SOPHIE, Biochem. Z. 143, 403 (1923). Uses Salkowski’s reac- 
tion (chloroform added to the dried powder and in 20 min. H,SO, added). 
McCivre, C. W. and Mortimer, E., Boston Med. Surg. J. 188, 633 (1923); 
Chem. Zentr. 1924, i, 693; J. Chem. Soc. 126, ii, 432 (1924). Determination 

of cholesterol in bile. Use acetic anhydride and strong H.SO.. 

HuBBArD, R. S., J. Biol. Chem. 55, 357 (1923). Bloor’s method for cholesterol. 

BauMANN, E. J. and Hotty, O. M., J. Biol. Chem. 55, 457 (1923). Myers- 
Wardell method for cholesterol. 

Letporr, S. L., J. Biol. Chem. 61, 177 (1924). A simplified method for cho- 
lesterol determination in blood. Extracts with choloform and adds acetic 
anhydride and concentrated H»SOx. 

Lersorr, S. L., J. Lab. Clin. Med..10, 857 (1924-25). An improved apparatus 
for determination of cholesterol. ; 

SAcKETT, G. E., J. Biol. Chem. 64, 203 (1925). Modification of Bloor’s method 
for the determination of cholesterol in whole blood or blood serum. 

Hawk, P. B. and Bercerm, O., Practical Physiological Chemistry, 9 ed., 
P. Blakiston’s Son and Co., Philadelphia, 1926. Determination of cholesterol 
in blood, pp. 391-394. 

STEINLE, J. V. and KAHLENBERG, L., J. Biol. Chem. 67, 425 (1926). 

DeTonI, G. M., J. Biol. Chem. 70, 207 (1926). 


Chromate. | : 
Deun, W. M., J. Am. Chem. Soc. 36, 829 (1914). Colorimetric studies on the 
nature of chromate solutions. 
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Chromium. 


Hoce, T. W., J. Soc. Chem. Ind. 10, 340 (1891). On the determination of 
chromium in steel. Forms Cr:(SOQ,); and matches the color against a standard 
solution. 

Hoce, T. W., J. Soc. Chem. Ind. 14, 1022 (1895). Uses Eggertz’ method for 
C and his method for Cr described in J. Soc. Chem. Ind. 10, 340 (1891). 

HILLEBRAND, W. F., J. Am. Chem. Soc. 20, 454 (1898). The colorimetric esti- 
mation of small amounts of chromium with special reference to the analysis 
of rocks and ores. Cr transformed into Na2CrO,, solution made slightly 
alkaline with Na:CO; and diluted to a definite volume. Compared with a 
standard solution. 

CAZENEUVE, M., Bull. soc. chim. 29, 758; Chem. News. 89, 268 (1904). 
Describes the color reaction produced when diphenylcarbazide is added to 
chromic acid or a chromate. A very intense purple-violet color is thus pro- 
duced. Reaction very sensitive. 

Mouttn, A., Bull. soc. chim. 31, 295 (1904); Chem. News 89, 268 (1904); 
J. Chem. Soc. 86, ii, 368 (1904); J. Soc. Chem. Ind. 28, 457 (1904). The 
author has applied the color (purple) reaction between diphenylcarbazide 
and chromic acid observed by Cazeneuve to the determination of Cr. Solu- 
tion prepared by dissolving 2 g. of the substance in 100 cc. (90°), to which 
10 cc. of HAc have been added, and diluting to 100 cc. with alcohol. Standard 
Cr solution contains 0.05 mg. of the acid per cubic centimeter. The Cr com- 
pound is first converted into K,CrO, by H.O. in presence of KOH and the 
solution finally neutralized with HAc. Precautions: (1) Use excess of 
diphenylcarbazide solution. (2) Chromate (sample) must be approximately 
the same strength as the standard chromic acid solution. 

Horn, D. W., Am. Chem. J. 35, 253 (1906). Variable sensitiveness in the col- 
orimetry of chromium. H. points out that the sensitiveness is a variable 
and that the maximum sensitiveness must be determined for each colori- 
metric method. 

Koenic, P., Landw. Jahrb. Schweiz. 39, 775 (1910); J. Chem. Soc. 100, ii, 524 
(1911); Chem. Zentr. 1, 498 (1911); J. Soc. Chem. Ind. 30, 297 (1911). 
Uses disodium 1 : 8-dihydroxynaphthalene-3 : 6-disulphonate for determin- 
ing minute quantities ef Cr in plant ash. 

MEYERFELD, J., Chem.-Ztg. 34, 948; C. A. 4, 3178 (1910). Pyrogallol dimethyl 
ether, a sensitive reagent for chromic acid, ferric salts and nitrous acid. 
0.008 mg. KNO:z in 5 cc. gives a yellow coloration with a water solution of 
pyrogallol dimethyl ether (1:50). Very dilute solutions of Cl-or Bi give 
yellow colorations. The solution of the reagent must be freshly prepared as 
on standing it becomes yellow. 

Koenic, P., Chem.-Ztg. 85, 277 (1911); J. Chem. Soc. 100, ii, 337 (1911). 
Uses a water solution of di-Na 1 : 8-dihydroxynaphthalene-3 : 6-disulphonate. 
Yields a red or violet coloration with chromic acid, chromates, or dichro- — 
mates. Will detect 0.0008 mg. Cr. Can be used in presence of Fe by adding | 
H;PO, to déstroy the green color due to Fe. 

Garratt, F., J. Ind. Eng. Chem. 5, 298 (1913); C. A. 7, 2029 (1913); J. Soc. | 


BIBLIOGRAPHY 569 


Chem. Ind. 82, 490 (1913); Z. anal. Chem. 63, 351 (1923). A colorimetric 
method for the determination of chromium in steel. Method based upon 
a pink to cherry-red color with CrO; and disodium 1: 8-dihydroxynaphtha- 
lene-3: 6-disulfonate (Koenig’s reagent, cf. C. A. 5, 2046) in solutions acid 
with H,SO. and H;PO;. 0.001 per cent Cr can readily be detected. Method 
recommended for materials containing less than 0.6 per cent Cr. 

Dirrricn, M., Z. anorg. Chem. 80, 171 (1913); J. Chem. Soc. 104, ii, 344 (1913); 
J. Soc. Chem. Ind. 32, 383 (1913). The estimation of small quantities of 
manganese and chromium in minerals and rocks. Uses NH, persulfate and 
silver for Mn and chromate method for Cr, after removal of Ag with NaCl. 

VaN Eck, P. N., Chem. Weekblad 12, 6 (1915); C. A. 9, 769 (1915). Sensitive 
reactions of chromates. Five reactions are given. Some may be used to 
estimate the quantity of Cr. Disodium 1: 8-dihydroxynaphthalene-3: 
6-disulfonate is the most sensitive; a deep red color is obtained with 0.0008 
mg. of Cr. 

APPELBAUM, A. I., Chem. Analyst 27, 7 (1918); C. A. 12, 1952 (1918). Oxi- 
dizes with NaOH and NazO, and adds H;PO., H2SO, and disodium 1: 8-di- 
hydroxynaphthalene-3: 6-disulfonate. 

Hackt, O., Chem.-Ztg. 44, 63 (1920); C. A. 14, 1946 (1920). Detection and 
estimation of very small quantities of chromium in minerals and ores con- 

_ tainiug silicates and carbonates. 

SNELL, F. D., Colorimetric Analysis, p. 70, D. Van Nostrand Co., New York, 
1921. Determination of chromium as the chromate. 

SNELL, F. D., Colorimetric Analysis, p. 71, D. Van Nostrand Co., New York, 
1921. Determination of chromium by disodium 1.8 dihydroxynaphthalene 
3.6 disulfonate. 

Evans, B.S., Analyst 46, 38 (1921); C. A. 15, 1264 (1921); Chem. News 121, | 
297 (1920); J. Soc. Chem. Ind. 40, 181A (1921). Cr oxidized by KMnO, 
to chromate solution, made acid, and the bichromate compared with standard 
K,Cr;0; solution. 

Evans, B. S., Analyst 46, 285 (1921); C. A. 15, 3047 (1921); cf. C. A. 15, 1264; 
J. Soc. Chem. Ind. 40, 627A (1921). The estimation of small amounts of 
chromium in steel. Chromic acid and diphenylsemicarbazide [cf. Cazeneuve, 
Analyst 25, 331 (1900)| give an intense purple color similar to that of perman- 
ganate. Reagent: 1 g. of diphenylsemicarbazide in 10 cc. ACOH and diluted 
to 1000 cc. with water. Procedure: 5 cc. of the reagent and 10 cc. of-25 per 
cent H,SOx, (by vol.) are added to the solution to be tested. Solutions con- 
taining 4 g. of dissolved electrolytic iron gave the same colors as similar solu- 
tions containing no iron. Cr content varied between 0.004 and 0.0017 per 
cent. Accurate to 0.0001 per cent. 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 162 and 163, 
D. Van Miserand Co., New York, 1925. Uses Heel urinate (Cr oxidized 
by (NH,).S.0s, NH,yNO;, and AgNO;) and diphenyl carbazide methods. 

Snoppy, A. O., J. Oil & Fat Ind. 2, 20 (1925); C. A. 20, 118 (1926). The 
detection and estimation of small amounts of chromium in fats. Uses di- 
phenylcarbazide. 


570 BIBLIOGRAPHY 


Citral. 


Cuace, E. M., J. Am. Chem. Soc. 28, 1472 (1906); J. Soc. Chem. Ind. 25, 1116 
(1906). A method for the determination of citral in lemon oils and extracts. 
Uses Schiff’s reagent. 

Hittner, R. S., J. Ind. Eng. Chem. 1, 798 (1909). A method for the determina- 
tion of citral in lemon extracts and lemon oils. Uses 1 per cent solution of 
metaphenylenediamine hydrochloride in 50 per cent ethyl alcohol. Decolor- 
izes with fuller’s earth or animal charcoal. 

Littte, L. D., J. Am. Pharm. Assocn. 8, 553; C. A. 8, 1851 (1914). A colorimet- 
ric method for the determination of citral in extracts of lemon and in oil of 
lemon. Uses 0.200 g. diaminophenol-HCl (amidol) dissolved in 100 cc. of 
65 per cent (by vol.) alcohol. For a standard citral solution uses 0.001 g. 
of pure citral in 1 cc. of 50 per cent alcohol. Manipulation is similar to the 
Chace method except that it can be carried out at room temperature. 

Litre, L. D., Am. Perfumer 9, 74 (1914); Z. anal. Chem. 55, 217 (1916). 

PaRKER, C. E. and Hittner, R.S., J. Ind. Eng. Chem. 10, 608 (1918); cf. U.S. 
Dept. Agr. Bureau of Chemistry, Bull. 122, 34; 132, 102; 137, 70. An 
improved method for determining citral. A modification of the Hiltner 
method. Uses H2C,O, to inhibit the production of a blue or green coloration 
which sometimes appears in the m-phenylenediamine hydrochloride method. 
The usual yellow color is obtained. 


Citric Acid. 
DeEnicEs, G., Compt. rend. soc. biol. 54, 197 (1902). 


Cobalt. 


Lampapius, W. A., J. prakt. Chem. 13, 385 (1838); Z. anal. Chem. 5, 425 
(1866). Colorimetric determination of small amounts of cobalt in minerals, 
etc. An approximate method based upon the reddish-brown color produced 
when NH,OH is added to cobalt salt solutions. 

Wacner, R., J. prakt. Chem. 61, 129 (1854); Z. anal. Chem. 5, 425 (1866). 

WINELER, C., J. prakt. Chem. 97, 414 (1866); Z. anal. Chem. 5, 425 (1866). 

KNIeEpDER, Chem. Zentr. 1894, ii, 452; Rev. minera, met. ing. 1898, 398. Col- 
orimetric assay of cobalt ores. Forms CoCl, and compares with a series of 
standards. 

CHALLINOR, R. W., J. Roy. Soc., New South Wales, 38, 406 (1905); J. Chem. 
Soc. 94, ii, 988 (1908). Approximate colorimetric estimation of cobalt and 
nickel in the presence of each other. Ni and Co obtained jointly by elec. 
Then dissolve in HNO; (1: 1), evaporate almost to dryness and dilute to a 
definite volume. Solution green = more’ than 76 per cent Ni, solution 
pink = more than 24 per cent Co. An aliquot part is used with standard 

~ Co or Ni solution. me 

MELLor, J. W., Trans. Ceram. Soc. England 8, 132; C. A. 4, 1440 (1910). 
Colorimetric determination of cobalt in presence of nickel. Method based 


upon the fact that ether or amyl alcohol take up Co with blue coloration, 
leaving Ni in water. sbisutha dy ate: 
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HUTTNER, C., Z. anorg. Chem. 86, 341 (1914); J. Soc. Chem. Ind. 33, 614 (1914); 
Z. anal. Chem. 54, 471 (1915). Colorimetric determination of cobalt, nickel, 
iron, and copper. Matches HCl solutions of the chlorides. C. A. 8, 2540 
(1914) gives a long abstract of the paper. 


ATACK, F. W., J. Soc. Chem. Ind. 34, 641 (1915); C. A. 9, 2363 (1915). Uses 
a-nitroso-6-naphthol. 


Powe tr, A. D., J. Soc. Chem. Ind. 36, 273 (1917); C. A. 11, 1801 (1917). Co 
extracted by amyl alcohol from its solution in NH:iCNS. Blue solution 
obtained. NH,CNS solution must be at least 25 per cent. 


Jones, E. G., Analyst 48, 317 (1918); C. A. 18, 15 (1919); J. Soc. Chem. Ind. 
37, 630A (1918). Uses a-nitroso-8-naphthol as employed by F. W. Atack. 
J. Soc. Chem. Ind. 34, 641 (1915). 


SNELL, F. D., Colorimetric Analysis, p. 76, D. Van Nostrand Co., New York, 
1921. Determination of cobalt as the chloride in concentrated HCl. 


SNELL, F. D., Colorimetric Analysis, p. 76, D. Van Nostrand Co., New York, 
1921. Determination of cobalt by a-nitroso-s-naphthol. 


Bratey, S. A. and Hopart, F. B., J. Am. Chem. Soc. 438, 482 (1921); Chem. 
News 122, 243 (1921); Analyst 46, 300 (1921); J. Soc. Chem. Ind. 40, 327A 
(1921). A new method for the detection and estimation of cobalt. Uses 
dimethylglyoxine, HAc and NaAc. Brown coloration which is not discharged 
by mineral acids. 

Hacxt, O., Chem.-Ztg. 46, 385 (1922); C. A. 16, 2280 (1922). Detection and 
determination of small quantities of nickel ‘and cobalt in silicate rocks. Ni by 
dimethylglyoxime. Co by a-nitroso-s-naphthol or Vogel’s test with thiocy- 
anate. 

AuceEr, V. and Optnot, L., Compt. rend. 178, 710 (1924); C. A. 18, 1798 (1924); 
J. Soc. Chem. Ind. 48, B318 (1924). Method is based upon the fact that 
solutions of Co salts in the presence of a large excess of HCl give a blue color 
which can be compared with standards and the Co thus determined. The 
color varies with the concentration of the acid, becoming more intense with 
greater amounts of HCl. The acid must be free from iron. 

Nicuots, M. L. and Cooper, S. R., J. Am. Chem. Soc. 47, 1268 (1925); C. A. 
19, 1833 (1925). New qualitative tests for copper, iron, and cobalt. A satu- 
rated solution of dinitrosoresorcinol will detect as little as 0.004 mg. of Cu 
and somewhat less Fe and Co in 1 cc. of neutral solution. “ 

DENIGES, G., Compt. rend. 180, 1748 (1925). A new spectroscopic and 
colorimetric method for the detection and immediate determination of cobalt. 
“TE as little as 0.04 mg. of Co is present per cc. of soln., 0.1 cc. of the latter 
mixed with 5 cc. of concd. HCl gives a blue color and the soln. shows char- . 
acteristic absorption bands when viewed with a direct-vision spectroscope. 
By photographing the spectrum or by comparing the depths of color it is 
possible to det. the Co content with little difficulty. Other ions giving 
colored chlorides interfere somewhat with the test. If a little SnCl. is added 
to the soln., the interference of Cut*+ and Fe++* is prevented. The reaction 
is useful for the detection of Co in Nisalts.” W.T.H., C. A. 19, 2615 (1925), 
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Evans, B. S., Analyst 50, 389 (1925). ‘‘The method is based upon the fact 
that a highly colored cobaltammine results when Co in ammoniacal soln. is 
treated with an oxidizing agent. The interference of Ni is prevented by 
adding Na citrate and keeping the NH; concn. low. To det. Co in steel, 
dissolve 5 g. of metal in aqua regia. Nearly neutralize the resulting soln. 
with NH; and ppt. Fe by adding ZnO suspension. Make up to 500 cc., 
mix and filter. Take 150 cc. of filtrate, add 22.5 cc. of 7 N NH.OH, 7.5 cc. 
of 20 per cent NH,Cl soln. and about 0.6 g. of Na2O». After the MnO, ppt. 
has settled, filter, add 5 g. of Na citrate and exam. the filtrate in the colorime- 
teres We Den CaAmt oS 07 Gm(lO25)— 


Colchicine. 

FasinyI, R., Oesterr. Chem. Ztg. 15, 61; C. A. 6, 1340 (1912); J. Soc. Chem. 
Ind. 31, 298 (1912). Colorimetric determination of morphine and colchicine. 
The colchicine determination is based on the dark olive-green color resulting 
upon boiling the solution and adding FeCl;. 

Fapinyi, R., Verb. Ges. deut. Naturforsch. Aerzte, 1912, ii, 1, 230; J. Chem. 
Soc. 102, ii, 503 (1912). Colorimetric estimation of colchicine. Boils with 
a little HCl and adds 0.5 cc. of 1 per cent FeCl;. Dark green coloration 
develops. One hour in darkness required for maximum intensity to develop. 


Colloids. 


ROHLAND, P., Z. anal. Chem: 52, 657 (1913); C. A. 7, 4030 (1913). A colorimet- 
ric method for the determination of colloidal material in sewage. 


Colcrimeters. 

HERAPATH, T. J., J. prakt. Chem. 56, 255 (1852); ibid. 60, 242 (1853); J. Chem. 
Soc. 5, 27 (1853). 

Miter, A., J. prakt. Chem. 60, 474 (1853); ibid. 66, 193 (1855); Z. anal. 
Chem. 5, 423 (1866). 

STAMMER, C., Dingler’s polytech. J. 159, 341 (1861); see also Z. anal. Chem. 3, 
227 (1864). Calls his instrument a “‘chromoscope.”’ 

SteMENS and Hatskg, Z. anal. Chem. 8, 218 (1864). 

Deums, F., Dingler’s polytech. J. 178, 436 (1864); Z. anal. Chem. 3, 218, 494 
(1864). ; 

Miter, F. B., J. Chem. Soc. 18, 118 (1865). 

COLLARDEAU, Z. anal, Chem. 5, 423 (1866). 

Hovurtron and LaBILLarDIERE, Dingler’s polytech. J. 27, 54; Z. anal. Chem. 5, 
423 (1866). 

Morton, Chem. News 21, 31 (1870); Z. anal. Chem. 9, 473 (1870). Gives a 
description and illustrative cuts of Duboseq’s colorimeter. 

Britton, J. B., J. Franklin Inst. 89, 356 (1870). 

RHEINECK, H., Dingler’s polytech. J. 201, 433 (1871); J. Chem. Soc. 24, 1223 
(1871). 

SALLERON, Les Monpes, Nov. 30, 1871; Chem. News 24, 276 (1871); EM | 
polytech. J. 208, 141 (1872); J. Gitenat Soc. 25, 527 (1872). 


_ 
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STAMMER, C., Dingler’s Polytech. J. 203, 137 (1872); J. Chem. Soc. 25, 527 
(1872). An improved form of S.’s chromoscope. Set of colored glass stand- 
ards used. 

Harvey, S., Chem. News 27, 262 (1873). Describes a colorimeter consisting of 
two graduated tubes fastened in a rack with a swinging mirror below. 

Davis, G. E., Chem. News 27, 299 (1873). 

Kine, J. F., Chem. News 31, 133 (1875); J. Chem. Soc. 28, 1052 (1875). Proc- 
ess for the estimation of color in water. Uses glass tubes 15 inches long and 
of such diameter that when filled to within 3 inches of the top, they contain 
exactly 8 ounces of water. 

HEHNER, O., Chem. News 33, 185 (1876); J. Chem. Soc. 30, 326 (1876). Uses 
graduated cylinders, having glass taps fused into their sides so that the solu- 
tion may be run out of either till color matches. 

Mitts, E. J., Proc. Chem. Soc. April 14, 1877; Chem. News 35, 161 (1877). 

Two tubes each fitted with a loosely fitting disk of white or black glass (as 
may be required) which can be moved up and down by means of a glass rod 
fitted (water-tight) at the bottom of the tube. 

BotToMtey, J., Chem. News 38, 191 (1878). Similar to E. J. Mills’ apparatus. 

GUNSBERG, R., Dingler’s polytech. J. 228, 457 (1878). 

Leeps, A. R., Chem. News 87, 229 (1878); J. Chem. Soc. 34, 807 (1878). 

Wot rr, C. H., Chem.-Ztg. No. 47, 1879; Chem. News 40, 277 (1879); Pharm. 
Ztg. 24, 587; Z. anal. Chem. 18, 337 (1879). A modified Duboscq instru- 
ment. 

Puscu, Arch. Pharm. 214, 227 (1879). 

Wotrr, C. H., Correspondenz-blatt des Vereines Anal. Chem. No. 2, Jan. 15, 
1880; referred to in Chem. News 41, 109 (1880). See original on account 
of the illustrations there given. 

Bay ey, T., Chem. News 41, 170 (1880); Z. anal. Chem. 19, 470 (1880). Cop- 
per by means of the “reflection cuprimeter.”’ 

Crookes, W., Op1inc, W. and Tipy, C. M., Chem. News 43, 174 (1881). 
Describes a hollow wedge type colorimeter. 

Crookes, W., Opiinc, W. and Tipy, C. M., Chem. News 45, 170 (1882). 

STEAD, J. E., Chem. News 47, 285 (1883); J. Chem. Soc. 44, 1032 (1883). 

GIANNETTI, G., Gazz. chim. ital. 16, 65 (1886); J. Chem. Soc. 50, 738 (1886). 
Describes a colorimeter. Images of standard and “unknown” are pipjected 
on a mirror side by side. , 

Ripspatz, C. H., J. Soc. Chem. Ind. 5, 585 (1886); see also J. Anal. here 1 
221 (1887). 

LovisonD, J. W., Eng. Pat. 12,867, Oct. 9, 1886; J. Soc. Chem. Ind. 6, 522 
(1887). Improvements in apparatus for standardizing and measuring inten- 
sity of color in transparent bodies. 

Strokes, A. W., Proc. Chem. Soc., Dec. 15, 1887; Chem. News 56, 275 (1887). 

Lovrgonp, T. W., J. Soc. Chem. Ind. 7 69 (1888). Exhibited J. W. Lovibond’s 
apparatus. 


- Lovrsonp, J. W., J. Soc. Chem. Ind. 7, 424 (1888). A description of the tintom- 


eter, with some remarks on its application to chemical analysis. 
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Ruspate, C. H., J. Soc. Chem. Ind. 7, 70 (1888); see also J. Anal. Chem. 3, 
176 (1889). 

FRESENIUS, W., Z. anal. Chem. 28, 686 (1889). A brief mention of J. W. Lovi- 
bond’s tintometer and also M. Miiller’s colorimeter for Nesslerizing water 
and of a A. Jolle’s colorimeter. 

Lovigsonp, J. W., J. Soc. Chem. Ind. 9, 10 (1890); J. Chem. Soc. 58, 1461 (1890). 

GALLENKAmMP, Chem.-Ztg. Rep. 15, 324 (1891); J. Soc. Chem. Ind. 11, 547 
(1892); Chem. News 68, 37 (1893); Z. anal. Chem. 32, 206 (1893). 

Pettet, H. and Demtcuet, A., Bull. de Vassoc. belge des chimistes 5, 530; 
Z. anal. Chem. 31, 432 (1892). 

Kriss, H., Z. anorg. Chem. 5, 325 (1894); J. Chem. Soc. 66, ii, 158 (1894); Z 
anal. Chem. 34, 60 (1895). 

Putrricu, C., Z. Instrumentenk. 14, 210; Z. anal. Chem. 34, 446 (1895). 

Krtss, H., Z. Instrumentenk. 14, 283; Z. anal. Chem. 34, 745 (1895). Com- 
pares K.’s colorimeter with the similar one described by Pulfrich (Z. Instru- 
mentenk. 14, 210). 

Procter, H. R., J. Soc. Chem. Ind. 14, 122 (1895). 

Wuirson, A. R., Bull. No. 85, Wis. Agr. Expt. Sta. (1901). See also Bull. 
No. 93. 

ScCHREINER, O., J. Am. Chem. Soc. 25, 1058 (1903). On a colorimetric method 
for the estimation of phosphates in the presence of silica. _ Used a colorimeter 
similar to the one described and illustrated by Whitson (Bull. 85, Wisc. Agr. 
Expt. Sta.). 

Watson, H. J., Am. J. Pharm. 75, 166, 199 (1903). A modification of Nessler’s 
tubes. 

Metsiine, A. A., Z. anal. Chem. 48, 137 (1904). 

ScCHREINER, O., J. Am. Chem. Soc. 27, 1192 (1905); also U. S. Dept. Agr., 
Bull. 31, Bur. of Soils, 1906. A simple colorimeter for general use. 

E1jKMAN, F. H., Proc. Acad. Sci. Amsterdam, 8, 166 (1905). 

Smeaton, W. G., J. Am. Chem. Soc. 28, 1433 (1906). 

Wuire, C. H., Bull. Am. Inst. Mining Eng. 11, 743 (1906). 

KENNICOTT and SarGeNT, Chem. Engineer 5, 213 (1906-07). 

Ives, F. E., J. Franklin Inst. 164, 47, 421 (1907). 

SCEZEPANIK, J., Ger. Pat. 191,738; Eng. Pat. 22,995, Oct. 18, 1907; J. Soc. 
Chem. Ind. 27, 297 (1908). 

Hyvert, G., Fr. Pat. 390,863, Aug. 10, 1907; J. Soc. Chem. Ind. 27, 1179 
(1908). 

Stoxes, H. N., and Carn, J. R., J. Am. Chem. Soc. 29, 414 (1907). Describe 
a simple apparatus used in their critical experimental examination of the 
thiocyanate-colorimetric method for the determination of iron. 

BERNSTEIN, A., Chem.-Ztg. 61, 727; C. A. 2, 2 (1908). 

Prescu, J., Z. Chem. Apparat. 8, 212; C. A. 2, 3295 (1908). Chromophotom- 
eter. Used for the determination of color concentration and the relative 
proportions in a mixture of a number of colors. 

Bratkowskl, W., Z. Farben-Ind., pale Chem. Zentr., I, 95 ee oe, a 
3, 1134 (1909), 4 
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STEIGER, G., J. Am. Chem. Soc. 30, 215 (1908); see also U. S. Geol. Survey, 
Bull. 700, 37 (1919). 

FRANKFORTER, G. B., WALKER, G. W., and WiruHort, A. D., J. Am. Chem. Soc. 
31, 35 (1909). Colorimetric determination of dissolved oxygen in water. 
Give a detailed description of their apparatus and a figure. 

PaRAvictnt, Stahl u. Eisen 29, 1233 (1909); Z. anal. Chem. 49, 767 (1910). 

GUNTHER, T., Chem.-Ztg. 38, 318 (1909). 

Furat, E. and SCHLESINGER, E., German Patent No. 235,541 (1910). A bicol- 
orimeter. 

AUTENRIETH, W. and KoENIGSBERGER, J., Miinch. med. Wochschr. 57, 998 
(1910); J. Chem. Soc. 98, ii, 910 (1910); see also Autenrieth and Funk, Z. 
anal. Chem. 52, 137 (1913). Designed chiefly for measurements in physi- 
ological chemistry. No dilutions are necessary. 

Roserts, N., U.S. Pub. Health Service, Hyg. Lab. Bull. 66, 79 (1910). 

LovizonD, J. W., Eng. Pat. 14,926, June 21, 1910; J. Soc. Chem. Ind. 30, 158 
(1911). 

Parks, U. S. Pat. 977,964, Dec. 6, 1910; J. Soc. Chem. Ind. 30, 111 (1911). 

HELLIcE, F., U. S. Pat. 998,091; Eng. Pat. 20,692, Sept. 5, 1910; J. Soc. Chem. 
Ind. 30, 575 (1911). 

CAMPBELL, E. D. and Hurtey, W. B., J. Am. Chem. Soc. 33, 1112 (1911). 

Lovrsonp, Pottery-Gaz. 35, 1269 (1911). 

I'ELLENBERG, T. von, Mitt. Lebensmittelinters ii, Hyg. 1, 351 (1911); C. A. 5, 
2448 (1911). 

Boster, M., Bull. soc. pharm. Bordeaux 50, 480 (1911); C. A. 5, 399 (1911). 
Gives a description and figure of the apparatus. 

Waite, C. H., J: Am. Chem. Soc. 34, 659 (1912); Chem.-Ztg. 36, 747 (1912); 
Z. angew. Chem. 25, 1563 (1912). A colorimeter for rapid work with widely 
varying standards. 

AUTENRIETH, W. and KoENIGSBERGER, J., Z. angew. Chem. 25, 1168 (1912); 
J. Soc. Chem. Ind. 31, 664 (1912). 

TOGGENBURG, F., Schweiz. Wochschr. 50, 417 (1912); C. A. 6, 2561 (1912). 
A simple colorimeter and its use in metallurgical and food analysis. Similar’ 
to Hehner’s instrument. 

GRUTZNER, P. v., Pfliiger’s Arch. ges. Physiol. 144, 545 (1912). 

KLEMPERER, R. L. v. and Lowe, F., Chem.-Ztg. 36, 853 (1912). 

Nutting colorimeter, see Bur. of Standards, Bull. Vol. 9, 1913, pp. 1+5, and 
Phys. Rev. 4, 2nd ser. pp. 454-455. 

STANFORD, R. V., Z. physiol. Chem. 87, 159 (1913); J. Chem. Soc. 104, ii, 856 . 
(1913). A dilution colorimeter and the error of colorimetric comparison. 
AUTENRIETH, W. and Funk, A., Z. anal. Chem. 52, 137 (1913). Colorimetric 
methods for water analysis by the use of Auienrieth-Koenigsberger’s color- 

imeter. 

Scuorz, A., Chem.-Ztg. 38, 497; C. A. 8, 2085 (1914). A new heatable col- 
orimeter. The observation tubes are enclosed in a double-walled bath con- 
taining water or oil, depending on the melting point of the substance under 
investigation. May also be used at room temperature. 
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VERBEEK, P., Z., angew. Chem. Aufsatz 27, I, 203 (1914). Describes two col- 
orimeters. Well illustrated with figures. ; 

Niece, F. E., J. Am. Pharm. Assocn. 3, 1460 (1914). 

Nowak, C. A., J. Ind. Eng. Chem. 6, 323 (1914). Conversion curve for Lovi- 
bond’s tintometer and Stammer’s colorimeter. 

Criark, C. M., J. Ind. Eng. Chem. 6, 1012 (1914). A convenient color camera. 

Niece, F. E., J. Am. Pharm. Assocn. 8, 1460; C. A. 8, 3837 (1914). 

VERHEEK, P., Z. angew. Chem. 27, Aufsatz. 203; C. A. 8, 2085 (1914). Two 
new colorimeters. 

MECKLENBURG, A. W. and VALENTINER, S., Z. Instrumentenk. 34, 209 (1914); 
Kolloid Z. 14, 172 (1914). Tyndallmeter. 

BROTHERHOOD, J. S., J. Am. Med. Assocn. 64, 1757 (1915); C. A. 9, 2393 (1915). 
Simple colorimeter for use in the phenolsulfonephthalein test for kidney 
function. 

Kuttner, T., J. Am. Med. Assocn. 65, 245 (1915). A slightly modified Sahli- 
Gower hemoglobinometer. A pocket colorimeter. Differs chiefly from the 
original instrument in that Helmholtz prisms have been intra to secure 
better comparison of solutions. 

Myers, V. C., J. Lab. Clin. Med. 1, 760 (1915-16). A simple colorimeter for 
clinical purposes. 

Sammet, C. F., J. Ind. Eng. Chem. 8, 519 (1916). 

Anon. Farben-Ztg. 22, 130 (1916); C. A. 11, 1064 (1917). Is there a depend- 
able colorimeter? A review of the various methods used to compare colored 
materials and solutions with colored glasses, plates, and standard solutions 
leads to the conclusion that there are still many difficulties to be overcome. 

Mitier-Hossty, E., Mitt. Lebensm. Hyg. 7, 351 (1917); Chem. Zentr. 399 
(1918). Observations using the colorimeter of v. Fellenberg. 

Moreau, E., Ann. fals. 10, 235 (1917); J. Chem. Soc. 112, ii, 418 (1917). A 
new, practical colorimeter. Has an ordinary comparison tube which has 
sealed near the lower end a lateral tube connected by rubber tubing to a 
reservoir containing the standard solution. 

BERNVALLI, A., Arch. sci. phys. nat. 43, 384 (1917); -C. A. 11, 2843 (1917). 
Precision colorimeter. 

KOENIGSBERGER, J., Chem.-Ztg. 41, 329 (1917); Chem. Zentr. ‘1046 (1917). 
A four-wedge colorimeter. 

Wetr, J. W., J. Lab. Clin. Med. 3, 132 (1917-18); C. A. 12, 1261 (1918). 

Mitier-Hossty, E., Mitt. Lebensm. 9, 85 (1918); C. A. 12, 1746 (1918); cf. 
C. A. 5, 2448. Observations on working with the v. Fellenberg’s colorimeter. 

PEEBLES, A. R. and Lewis, R. C., J. Am. Med. Assocn. 70, 679 (1918); C. A. 12, 
1063 (1918). Simple and accurate colorimeter for clinical use. 

Bock, J. C. and Benepict, S. R., J. Biol. Chem. 35, 227 (1918). New form of 
colorimeter. ; 

Myers, V. C., J. Lab. Clin. Med. 5, 350 0 (1919-20). A brief discussion of sev- 
eral well- cheval instruments, 

Bavupoutn, A. and BENARD, H., Compt. rend. soc. biol. 83, 602 (1920); if Chem. 
Soc. 122, ii, 862 (1922): C. A. 16, 3322 (1922). A microcolorimeter an 
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nephelometer. Describe a muniature Duboscq apparatus. Cups 2 cc. 
capacity. 
Jonss, L. A., J. Optical Soc. Am. 4, 420 (1920); C. A. 15, 778 (1921). 


WitpermutTH, F., Arch. ges. Physiol. (Pfliigers) 183, 91 (1920); Ber. ges. 
Physiol. exptl. Pharmakol. 4, 458 (1920-21). A photoelectric colorimeter. 
Used two potassium cells to measure differences in light intensity. Sup- 
posed to be very sensitive. No data. 


Davis, C. W., J. Franklin Inst. 190, 243 (1920); C. A. 15, 193 (1921). Simple 
changes which effect a marked improvement in the Schreiner colorimeter. 


HARTRIDGE, H., Proc. Cambridge Phil. Soc. 19, 271 (1920); C. A. 14, 3548 
(1920). 

SPINDLER, F. G., U.S. Pat. 1,353,500, Sept. 21, 1920; J. Soc. Chem. Ind. 39, 
769A (1920). 


Bowers, W. G. and Moyer, J., J. Biol. Chem. 42, 191 (1920); J. Chem. Soc. 
118, ii, 444 (1920). 

SNELL, F. D., Colorimetric Analysis, 150 pp., D. Van Nostrand Co., New York, 
1921. Gives descriptions, with figures, of several common forms of colorim- 
eters pp. 5-26. 

Kremer, I. S., J. Am. Med. Assocn. 76, 172 (1921). Wedge-type (wedge of 
hollow glass). Colorimeter. . 

' MEULENGRACHT, E., Deut. Arch. klin. Med. 137, 38 (1921); Ber. ges. Physiol. 
exptl. Pharmakol. 10, 414 (1921-22). A colorimeter for bilirubin determina- 
tion in blood. 

Koper, P. A. and Ktert, R. E., J. Biol. Chem. 47, 19 (1921). Further im- 
provements in the nephelometer-colorimeter. 

Mynrs, V. C., J. Lab. Clin. Med. 7, 237 (1921-22); C. A. 16, 1103 (1922). 
Wedge-type (wedge of solid glass). A new microcolorimeter. 

MANNEBACH, O., Chem.-Ztg. 46, 20 (1922); J. Chem. Soc. 122, ii, 158 (1922). 

AvLER, A., Klin. Wochschr. 2, 1942 (1922); Ber. ges. Physiol. exptl. Pharmakol. 
16, 161 (1922-23). A new colorimeter without standard solution. Uses 
Ostwald color standards. 

Moreat, E. and Bonts, A., Ann. Fals. 15, 357 (1922); J. Chem. Soc. 122, ii, 862 
(1922); C. A. 17, 1 (1923); J. Soc. Chem. Ind. 41, 998A (1922). Essentially 
two graduated cylinders placed side by side in a suitable frame. Standard 
solution admitted from a tapped funnel or reservoir connected by_a side 
tube at the bottom of the comparison cylinder. 

Myers, V. C., J. Biol. Chem. 54, 675 (1922); C. A. 17, 781 (1923); Analyst 48, 
143 (1923); J. Soc. Chem. Ind. 42, 163A (1923). A colorimeter for bicolori- 
metric work. 

Haan, J. DE, Nederland. Tijdschr. Geneeskunde 66, 1076 (1922); C. A. 16, 
2699 (1922). A simple colorimeter for clinical use. 

Baupoutn, A. and BENARD, H., Bull. Mem. soc. méd. hép. Paris. 38, 332 (1922); 
Ber. ges. Physiol. exptl. Pharmakol. 14, 290 (1922). A colorimeter-nephelom- 
eter and differential spectroscope. 

Newcomer, H. S., J. Biol. Chem. 55, 569 (1923). 
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Burxer, K., Z. angew. Chem. 86, 427 (1923); J. Chem. Soc. 124, ii, 694 (1923); 
C. A. 17, 3432 (1923); J. Soc. Chem. Ind. 42, 1105A (1922). 


Waite, E. C. and Torman, R. C., Phys. Rev. 22, 207 (1923); J. Chem. Soc- 
126, ii, 868 (1924). Colorimeter for corrosive gases. An all-glass colorimeter 
for measuring low concentrations of Br, I, NOs, etc. 


STANFORD, R. V., Biochem. J. 17, 839 (1923); J. Chem. Soc. 126, ii, 198 (1924); 
C. A. 18, 769 (1924). Improvements in colorimetry. Describes improve- 
ments in his inconvenient colorimeter reported in Z. physiol. Chem. 87, 159 
(1913), as well as improvement in the source of light employed. 


Kine, W. J., Ind. Eng. Chem. 15, 351 (1923). Essentially the Campbell and 
Hurley type, but with certain improvements for use in determining Mo. 
Gives a diagramatic drawing of the apparatus. 


Wu, H., Proc. Soc. Exptl. Biol. Med. 21, 111 (1923). “An extra cup, movable 
stage, and vernier are added to one side of the colorimeter. The new cup is 
adjusted to the cylinder in the ordinary way, the 2nd cup, which is larger, 
encases the 1st cup and has a vertical adjustment. At zero, the end of the 
cylinder is in contact with the bottom of the 1st cup and this in turn is in 
contact with the bottom of the 2nd cup. The cup on the other side of the 
colorimeter has an additional glass bottom. ‘The app. is of especial value in 
the detn. of pH; the acid indicator soln. is placed in the inner cup, the alk. 
indicator soln. in the outer cup, and the unknown soln. in the cup on the 
other side. Good results were obtained with phenol red as indicator.” 
C. V. B., C. A. 19, 1720 (1925). 


Horne, W. D. and Ricz, E. W., Ind. Eng. Chem. 16, 626 (1924). A simple 
turbidiscope. 


Hisparp, P. L., Ind. Eng. Chem. 16, 804 (1924). A modified Campbell- 
Hurley colorimeter which affords a rapid means for the determination of any 
ion which will give a colorless granular precipitate by measurement of turbid- 
ity. Must be calibrated for each suspension. Accuracy 5-10 per cent. 
Methods for Ca, Mg, and SOx given. 

Kian, J. A., J. Lab. Clin. Med. 10, 570 (1924-25). An improved colorimeter. 
Utilizes the best mechanical parts of the Klett and Bock-Benedict colori- 
meters, with a few additional improvements. ; 

Turo, W. C., J. Lab. Clin. Med. 10, 491 (1924-25). Modifications of the 
Sahli hemoglobinometer. 

LEBERMANN, F., Miinch. med. Wochschr. 72, 982; Chem. Zentr. 1925, II, 1199; 
C. A. 20, 3470 (1926). The utility of the Buerker colorimeter, with special 
reference to the determination of hemoglobin. 

Scort, W. W., Standard Methods of Chemical Analysis, 4 ed., D. Van Nos- 
trand Co., New York, 1925. Describes (with figures) several types of col- 
orimeters on pp. 164b, 283, 545, 546, and 548. 

Dorp, H., Chem.-Ztg. 49, 842 (1925); C. A. 20, 1 (1926). A description of a 
tubidometer sold by F. and M. Lautenschlager, Frankfurt a. M. 

Oxszewsk1, W., Chem.-Ztg. 50, 694 (1926); C. A. 21, 197 (1927). The Olszew- 
ski-Rosemiiller turbidimeter and colorimeter for water investigation. De- 
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scribes a half-shadow photometer in which the color glasses developed by 
the U. S. Geological Survey are used for the color determinations. 

REIMANN, S. P., Proc. Soc. Exptl. Biol. Med. 23, 520 (1926); C. A. 21, 1034 
(1927). The photoelectric cell as a colorimeter. Methods are described for 
using the photoelectric cell in colorimetric and nephelometric determinations. 
The advantages are extreme accuracy and simplicity. 

BERNOUILLI, A. L., Helv. Chim. Acta. 9, 827 (1926); C. A. 21, 30 (1927). The 
sliding-gage colorimeter and the determination of minute quantities of ammo- 
nia, nitrite, lead, and iron. By means of this instrument it is possible to det. 
0.002 mg. of Fe dissolved in 0.1 cc. with an accuracy of 0.4 of 1 per cent of 
the total amt. present. 

Freunp, H., Chem.-Ztg. 50, 194 (1926). A new colorimeter. Manufacturer’s 
announcement. 

KLEINMANN, H., Biochem. Z. 179, 276 (1926). Ein neues Kolorimeter fiir kleine 
Fliissigkeitsmengen (Mikrokolorimeter). 

Bape, J. P., U.S. Pat. 1,629,609, May 24, 1927; C. A. 21, 2202 (1927). A 
colorimeter adapted for tests of hydrocarbon oils. 

Yor, J. H., Ind. Eng. Chem. 19, 1131 (1927). A colorimeter for precise matching 
solutions in Nessler tubes. Similar to the Kennicott-Campbell-Hurley col- 
orimeter, a series of Nessler tubes and a rack replacing the stand carrying the 
two comparison cylinders and reservoir tube in the latter apparatus. 


Colorimeter Curve. 
Wricut, S. L., Jr., J. Biol. Chem. 71, 209 (1926-27). Note on colorimeter 
correction curves. 


Colorimeter Lamp. 
Day, H. D., Proc. Physiol. Soc., J. Physiol. 62, XX XI (1927); C. A. 21, 2144 
(1927). A simple colorimeter lamp. 


Colorimetry. 

CAMERON, C. A., Chem. News 34, 77 (1876). On the estimation of color in 
water. ; 

BorroMtey, J., Chem. News 38, 191 (1878); J. Chem. Soc. 36, 77 (1879). Gen- 
eral theory and a colorimeter similar to E. J. Mills’. 

BorroMLey, J., Chem. News 39, 276 (1879). General theory. 

Hazen, A., Am. Chem. J. 14, 300 (1892); J. Chem. Soc. 62, 1527 (1892). A 
new color standard for natural waters. Uses Pt and Co chlorides. 

Lovrsonp, J. W., J. Soc. Chem. Ind. 18, 308 (1894). 

Barset, E., Bull. assocn. chim. sucr. dist. 25, 40; C. A. 2, 41 (1908). Standard 
unity for colorimetry. Proposes the following definition of the “‘colorie.” The 
coloration produced by a solution of 10 mm., containing 0.1 g. of iodine to 
the liter. 

ScHREINER, O., J. Am. Chem. Soc. 27, 1192 (1905); also Bull. No. 31, U. S. 
Dept. Agr., Bur. of Soils (1906). A simple colorimeter for general use, with 
remarks on colorimetric methods and apparatus. Introductory remarks 
on the various applications of colorimetry. Well-known and also new meth- 
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ods for determining small quantities of NH., K, Mg, Mn, Fe, Ti, NO;, NO», 
PO,, SiOz, SOu, S, CaCl,, CaCOs, and Ca(HCOs)>. 

Knapp, A. W., J. Soc. Chem. Ind. 29, 1343 (1910); C. A. 5, 822 (1911). The 
interpretation of color values obtained by Lovibond’s tintometer. Also 
contains a discussion by Liversedge on the application of the tintometer to 
the examination of water. 

Motter, H. J., Ber. deut. pharm. Ges. 20, 358; Pharm. Zentralhalle 51, 1059; 
C. A. 5, 1040 (1911). International color determinations. Gives a résumé 
of the various schemes for color standards and describes in more detail the 
“code of colors” of P. Klincksieck, Bull. soc. bot. France. 58, (1906) and Bull. 
soc. mycol. France. 22 (1906). 

Lovrzonp, J. W., Pottery Gaz. 35, 1269; C. A. 5, 227 (1911). Describes the 
principles and application of the Lovibond tintometer. 

Fak, K. G. and Novss, H. M., J. Biol. Chem. 42, 109 (1920); C. A. 14, 2355 
(1920). 

SNELL, F. D., Colorimetric Analysis, D. Van Nostrand Co., New York, 1921, 
150 pp. Gives one or more methods for each of the following substances: 
Fe, Cu; C, Pb, Bi, As; Al, Cr, Ni, Co, Mn, Zn, K, MescAveadieaven\ nels 
ClO., NO:, NOs, NH3, PO«, SiO2, B, O, H:O2, S, H2S, SeO2, CN, salicylic 

acid, and color of water, oils, and dyes. 

Freury, P., Bull. soc. chim. biol. 4, 223 (1922); C. A. 16,3598 (1922); J. 
Chem. Soc. 122, ii, 518 (1922). 

DosnE, P., Bull. soc. ind. Mulhouse 88, 73 (1922); J. Chem. Soc. 122, ii, 518 
(1922); J. Soc. Chem. Ind. 41, 485A (1922). A bright beam of light is 
directed upwards through a column of a solution of known strength of the 
colored substance under examination and the height of the column necessary 
for the complete absorption of the transmitted light, as observed through 
a spectroscope, is determined. The coloring power of a substance is directly 
proportional to the height of the column and to the strength of the solution; 
hence, various coloring substances can be compared when dissolved in: water, 
alcohol, and other solvents. Method useful but not new. 

Wutrr, P., German Patent No. 405,091 (1923). Aids to colorimetric deter- 
mination of dissolved chemical compounds. Uses gels. 

Yor, J. H., J. Lab. Clin. Med. 13, 139 (1927). A general discussion on colorim- 
etry. The following topics are treated: (1) methods of matching color, (2) 
requirements, (3) accuracy, (4) speed, (5) limits of application, and (6) errors. 


Columbium. 


Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. ‘Titanic, niobic, tantalic, stannic, 
arsenic, and vanadic acids, and bismuth oxide. Reagents used were either 
phenols or allied substances. 

Memberc, E., Z. angew. Chem. 26, 83 (1913). Makes use of the fact that 
columbates, especially the fluoride compounds, are reduced by tin and HCl 
to colored compounds, whereas the tantalates are not affected. 0.1 per cent 
of columbium can be estimated with an error not exceeding 5 per cent. 
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MeErmBeERG, E. and WinzeEr, P., Z. angew. Chem. 26, I, 157 (1913). Separate 
Ta from columbium by precipitation of former with KC] and HF. 


Copper. 


Keates, Z. anal. Chem. 5, 424 (1866). Keates said to be the first person to 
determine copper colorimetrically. This was done in 1830. Cited in Z. 
anal. Chem. 5, 424 (1866). 

HEeEIneE, Bergwerksfreund 1, 33 and 17, 405; reference made in Z. anal. Chem. 5, 
424 (1866).. Work done a few years later than that of Keates in 1830. 

JACQUELAIN, J. prakt. Chem. 46, 174 (1849). 

Husert, Berg. u. hiittenm. Ztng. 1849, p. 677 and 1851, p. 804. See also 
Schemnitzer u. Leobener Jahrb. 14, 187 (1865) and Bergwfrnd. 17, 405; 
references given in Z. anal. Chem. 5, 424 (1866). 

Miter, A., J. prakt. Chem. 60, 474 (1853) and 66, 193 (1855); Z. anal. Chem. 
5, 423 (1866). 

EcGERTz, Berg. u. hiittenm. Ztng. 1862, p. 218; reference given in Z. anal. Chem. 
5, 424 (1866). Colorimetric method for determining small amounts of copper 
in iron ores, iron and steel. 

Deums, F., Z. anal. Chem. 3, 218 (1864). Uses NH,OH. 

WAGMEISTER, Oesterr. Zeit. 1865, p. 270; reference given in Z. anal. Chem. 5, 
424 (1866). 

| Miter, A., J. prakt. Chem. 99, 337 (1866); Z. anal. Chem. 6, 252 (1867). 

Biscuor, G., Jr., Dingler’s polytech. J. 184, 433; Z. anal. Chem. 6, 459 (1867). 
Uses NH,OH. Describes his colorimeter. 

Buiunt, T. P., Chem. News 382, 3 (1875). Estimation of traces of Cu in red 
lead. Uses KyFe(CN)<. 

BERGERON and L’HO6re, L., Compt. rend. 80, 268 (1875). Estimation of very 
minute traces of copper in the human body. Use NH,OH and K,Fe(CN)«. 
methods. 

CARNELLEY, T., Chem. News 32, 308 (1875); J. Chem. Soc. 80, 751 (1876). 
Uses KiFe(CN).¢. Will detect 1 part of Cu in 2,500,000 parts of water. 

Buunt, T. P., Chem. News 33, 7 (1876). Claims priority over Carnelley [Chem. 
News 32, 308 (1875)| in using the K,Fe(CN). method, and discusses colorim- 
etry. Suggests that judgment by turbidity may be provisionally called 
“nephelometry.”’ 

Murr, M. M. P., Chem. News 33, 11 (1876). Uses H.S. 

Bayiey, T., Chem. News 41, 170 (1880); Z. anal. Chem. 19, 470 (1880). On 
the reflection from copper, and on the colorimetric estimation of copper by 
means of the reflection cuprimeter. 

Wacner, A., Z. anal. Chem. 20, 349 (1881); Chem. News 45, 35 (1882). On 
the delicacy of the K,Fe(CN)s, KCNS, and tannic tests for Fe and the 
K,Fe(CN)., NH,OH and K xanthogenate tests for Cu. 

NESSLER, J. and Bartu, M., Z. anal. Chem. 22, 37 (1883). Use K«Fe(CN)s. 

Cooper, A. J., J. Soc. Chem. Ind. 5, 84 (1886). Note on the detection of metals 
in drinking water. Gives a table showing the delicacy of the following tests: 
K,Fe(CN)., NH.OH, and H.S tests for Cu; (NH,).S test for Zn; H,S test 
for As; K»CrO, and H,S tests for Pb. 
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ZIEGLER, A., Dingler’s polytech. J. 285, 142 (1892). 

BuppEn, E. R. and Harpy, H., Analyst, 19, 169; J. Chem. Soc. 66, ii, 481 
(1894). Colorimetric estimation of minute quantities of lead, copper, tin, 
and iron. In determining traces of metals by the hydrogen sulfide method 
it is necessary to follow strictly the same order in the addition of the reagents 
and, as closely as possible, to use always the same quantity of reagents, both 
in the experiment and in the preparation of the standard for comparison. 

BuppEN, E. R. and Harpy, H., Analyst 21, 12 (1896). Find the colorimetric 
methods preferable to electrolytic methods for testing beverages for metals 
when several are present. Metals tested: Cu, Pb, Hg. 

Hearn, G. L., J. Am. Chem. Soc. 19, 24 (1897). Improvements in the colori- 
metric test for copper. Uses NH,OH. Gives precautions to be taken. 

Bopmer, R. and Moor, C. G., Analyst 22, 141 (1897). On copper in peas. 
Uses the following colorimetric methods: (1) H.S, (2) NH.OH, (3) ferro- 
cyanide. 

Lucas, M., Bull. soc. chim. 19, 815 (1898); J. Chem. Soc. 76, ii, 522 (1899). 
Uses K,Fe(CN).. 

Bacu, A., Compt. rend. 128, 363 (1899); cf. Thomas and Carpentier, ibid. 173, 
1084 (1921). Formaldoxime as a reagent for detecting very small quantities 
of copper. Sensitive to approximately 1 part of Cu in 33 million parts of 
water. ; 

Puetes, E. B., J. Am. Chem. Soc. 28, 368 (1906). Estimation of small quan- 
tities of copper in (drinking )waters. Uses alkaline K.S. Accurate to 0.1 
part per million. 

Brabtey, H. C., Am. J. Sci. [4], 22, 326 (1906); C. A. 1, 150 (1907). Logwood 
hematoxylin produces a dark blue color with copper. Reaction extraordi- 
narily delicate. 0.0.1 per cent copper gives a blue color. One thousand times 
more delicate than the ferrocyanide test. Conditions for optimum reaction 
and its nature not yet worked out. 

MILBAUER, J., Z. anal. Chem. 46, 656 (1907); C. A. 2, 972 (1908). Colorimetric 
comparison of solutions of copper and nickel salts. Uses NH,OH. 

Mirpav_r, J. and STANEK, V., Z. anal. Chem. 46, 644 (1907); C. A. 2, 971 
(1908). A study of the effect of the presence of NH3, NH.Cl and (NH,).CO; 
in various amounts upon the intensity and shade of the blue color of the com- 
plex copper-ammonia ions. 

UHLENHUTH, R., Chem.-Ztg. 34, 887 (1910); Analyst 35, 453 (1910). A new 
reaction of copper. Uses an alkaline solution of 1.2-diamino-anthra-quinone- 
3-sulphonic acid. Intense blue color obtained. Will detect 0.00019 mg. Cu 
per cubic centimeter. : 

Austin, A., Mining World 83, 753; C. A. 5, 1038 (1911). Uses NH,OH. | 

SERGER, H., Chem.-Ztg. 35, 935 (1911); C. A. 5, 3704 (1911). Colorimetric 
determination of copper in preserves. Uses NH.OH. 

Scuort, F., Z. Nahr. Genussm. 22, 727; C. A. 6, 725 (1912); cf. Sherman and 
Goss, C. A. 6, 2792. Colorimetric estimation of salicylic acid and copper. 
The Jorissen reaction is used. 10 mg. salicylic acid per liter give a com- 
parable color. 0.01 mg. Cu may be determined. Sucrose, glucose, lactos 
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invert sugar and traces of Fe do not interfere, but free mineral acids, tartaric 
and citric acids, and large amounts Fe do. 

WINKLER, L. W., Z. angew. Chem. 26, 38 (1913); J. Chem. Soc. 104, ii, 246 
(1913); J. Soc. Chem. Ind. 32, 157 (1913). Detection and colorimetric 
estimation of lead, copper, and zinc in potable water. Used Na.S for Pb; 
K.Fe (CN), and KHCO; for Cu; and a turbidity method for Zn. 

REEsE, C. and Dross, J., Z. angew. Chem. 27, 307 (1914); Z. Nahr. Genussm. 
28, 427 (1914); J. Chem. Soc. 106, ii, 580 (1914); J. Soc. Chem. Ind. 33, 661 
(1914). Colorimetric estimation of lead and copper in potable water. Form 
the sulfides in HAc solution. 

WINELER, L. W., Z. angew. Chem. 27, 544 (1914); J. Chem. Soc. 108, ii, 376 
(1915). Detection and estimation of copper in potable water. Uses ferro- 
cyanide. Rochelle salt and ammonia added to form a colorless complex 
with the Fe. 

Hurtner, C., Z. anorg. Chem. 86, 341 (1914); J. Soc. Chem. Ind. 33, 614 
(1914); Z. anal. Chem. 54, 471 °(1915). Matches HCl solutions of the 
chlorides. C. A. 8, 2540 (1914) gives a long abstract of the paper. 

Waite, B.S., J. Ind. Eng. Chem. 7, 1035 (1915); J. Soc. Chem. Ind. 35, 144 
(1916). A colorimetric method for the determination of copper and iron in 
pig lead, lead oxides, and lead carbonate. 

DenicEs, G. and Srvonot, E., Bull. soc. pharm. Bordeaux, Aug.—Dec., 1915; 

' Répert, pharm. 27, 172 (1915); C. A. 9, 2629 (1915). CuBrz method. 

Hearty, R. F., Mining Sci. Press 114, 624 (1917); C. A. 11, 1938 (1917). Uses 
K,Fe(CN) 6. 

MAQUENNE, L. and DrEmoussy, E., Compt. rend. 168, 489 (1919); Bull. soc. 
chim. 25, 272 (1919); C. A. 18, 1981 (1919). A very sensitive reaction of 
copper; its application to the analysis of soils and plant ashes. Use 
K,4Fe(CN), (10 per cent) method made more sensitive by adding 2 drops of 
ZnSO, (1 per cent) to prepared solution of sample. 

Harpy, C. R., Chem. News 120, 256 (1920); J. Chem. Soc. 118, ii, 510 (1920). 
Colorimetric method for the estimation of the copper and iron present in lead 
and lead oxides. Uses KiFe(CN).« for Cu and NH,CNS for Fe. 

Rose, W. C. and Bopansky, M., J. Biol. Chem. 44, 99 (1920). Biochemical 
studies on marine organisms. 1. The occurrence of copper. Use NH,OH. 

SNELL, F. D., Colorimetric Analysis, p. 44, D. Van Nostrand Co., New York, 
1921. Determination of copper by ammonia. = 

SNELL, F. D., ibid., p. 46, 1921. Determination of copper as the chloride in 
concentrated HCl. 

SNELL, F. D., ibid., p. 47, 1921. Determination of copper by salicylic acid. 

SNELL, F. D., ibid., p. 48, 1921. Determination of copper by KyFe(CN).. 

SNELL, F. D., ibid., p. 50, 1921. Determination of copper as the sulfide. 

SNELL, F. D., ibid., p. 51, 1921. Determination of copper as potassium ethyl 
xanthate. ; 

SNELL, F. D., ibid., p. 53, 1921. Determination of copper as the bromid. 

Tuomas, P. and CARPENTIER, G., Compt. rend. 173, 1082 (1921); C. A. 16, 
538 (1922). A very sensitive test for copper: the reaction of Kastle-Meyer. 
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A solution of 2 g. of phenolphthalein and 20 g. of pure KOH in 100 cc. water 
boiled with 10 g. of Zn dust till decolorized, gives a pink coloration with a 
solution containing 1 part of Cu per 100,000,000 parts of water, after a few 
minutes; 1 in 10,000,000 in 15-20 seconds; 1 in 1,000,000 at once and changes 
to bright red in a few seconds. 

JARVINEN, K. K., Z. Nahr. Genussm. 45, 183 Se. J. Chem. Soc. 124, ii, 
655 (1923). Colorimettic estimation of small quantities of metals in fool. 
stuffs and the preliminary destruction of the organic matter. Details for 
the destruction of the organic matter are given and for the estimation of Sn 
and Pb in the presence of one another, Cu and Zn in the presence of one 
another, Al, Ni, As, and Sb. HS or NaS used. 

PyrikI, C., Z. anal. Chem. 64, 325 (1924); J. Chem. Soc. 126, ii, 702 (1924); 
C. A. 19, 450; Analyst 49, 491 (1924); J. Soc. Chem. Ind. 48, B845 (1924). 
Colorimetric determination of small quantities of lead and copper in drink- 
ing water. Uses Winkler’s sulfide method. 

Currtg, A. N., Biochem. J. 18, 1224 (1924); J. Chem. Soc. 128, i, 183 (1925); 
J. Soc. Chem. Ind. 44, B269 (1925). Determination of small quantities of 
copper in tissues. Uses Na arsenite prepared by the interaction of NaOH 
and AsCl;. [CuH arsenite (Scheele’s green) formed.] 

Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 197-199, 
D. Van Nostrand Co., New York, 1925. Uses the following methods: (1) K 
ethyl xanthate, (2) KiFe(CN)., (3) NH.OH, (4) HS. 

Standard Methods for the Examination of Water and Sewage, 6 ed., p. 55, 
American Public Health Association, New York, 1925. Uses K.S. 

Nicuots, M. L. and Cooper, S. R., J. Am. Chem. Soc. 47, 1268 (1925); 
C.A. 19, 1833 (1925). A saturated solution of dinitrosores orcinol will detect 
as little as 0.004 mg. of Cu and somewhat less Fe and Co in 1 cc. of neutral 
solution. 

Lampitt, L. H., Hucues, E. B., Biruam, P., and Futter, C. H. F., Analyst 51, 
327 (1926); C. A. 21, 139 (1927). The determination of copper in food- 
stuffs. 

DUNNICLIFFE, H. B. and Ram, K.., “Kolloid-Z. 38, 168 (1926): @yAy 20,3274 
(1926). 


Creatine. 

Foutn, O., Z. physiol. Chem. 41, 223 (1904); J. Chem. Soc. 86, ii, 375 (1904). 
Creatinine and creatine in urine. Creatinine method based on Jaffé’s reac- 
tion. Uses picric acid and KOH and matches resulting color against standard 
KeCr.O;. 

GRINDLEY, H. S. and Woops, H. S., J. Biol. Chem. 2, 309 (1906-07). Methods 
for the determination of creatinine and creatine in meats and their products. 
Picric acid and NaOH. 

BENEDICT, F. G., and Myers, V. C., Am. J. Physiol. 18, 397 (1907). 

BarscuHaLl, E. B. H., Arb. kais. Gesundh. 24, 562; Analyst 82, 48 (1907). Col- 
orimetric determination of creatine and creatinine in meat extracts. Uses 
picric acid and NaOH. 
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Emmett, A. D. and Grinprey, H. S., J. Biol. Chem. 3, 491 (1907). Further 
studies on the application of Folin’s creatine and creatinine method to meats 
and meat extracts. Use picric acid and NaOH. 

HEHNER, O., Pharm. J. 78, 683 (1907). Uses picric acid and alkali. 

WALLPOLE, G. S., J. Physiol. 42, 301 (1911); C. A. 5, 3465 (1911). The direct 
determination of creatine in pathological urine. Based on the pink color 
given by creatine in alkaline solutions, but not by creatinine, when a trace ct 
diacetyl is added. ‘The presence of NHs, arginine, or any protein containing 
arginine interferes with the reaction. 

Foster, N. B. and Fisuer, H. L., J. Biol. Chem. 9, 359 (1911). Creatine and 
creatinine metabolism in dogs with Ecka fistula. Determine creatine and 
creatinine by Folin’s methods. 

AUTENRIETH, W. and Mtiier, G., Miinch. med. Wochschr. 58, 899 (1911), 
Colorimetric estimation of sugar, creatine, and creatinine in urine. 

Roser, W. C., J. Biol. Chem. 12, 73 (1912). The estimation of creatine in the 
presence of sugar. Discusses different methods. 

Myers, V. C. and Fring, M. S., J. Biol. Chem. 14, 9 (1913). The creatine con- 
tent of muscle under normal conditions. Its relation to the urinary creatinine. 
Convert creatine to creatinine and determine by method of Folin. 

GREENWALD, I., J. Biol. Chem. 14, 87 (1913). The estimation of creatinine and 
creatine in diabetic urines. Acetoacetic acid or acetone must be removed 
before creatinine can be accurately determined by Folin’s method. 

Baumann, L., J. Biol. Chem. 17, 15 (1914). The determination of creatine in 
muscle. Converts to creatinine and determines colorimetrically according 
to Folin. 

Baur, E. and Triimprer, G., Z. Nahr. Genussm. 27, 697 (1914); J. Chem. Soc. 
106, ii, 595 (1914); J. Soc. Chem. Ind. 38, 659 (1914). Investigated Jaffé’s 
method in regard to influence of time, concentration, temperature, and con- 
tration of acid. 

Hunter, A. and Givens, M. H., J. Biol. Chem. 17, 55 (1914). The nitrogen 
excretion of the monkey. Use Folin’s method for creatine and creatinine. 

Myers, V. C. and Fine, M. S., J. Biol. Chem. 17, 65 (1914). A note on the 
determination of creatinine and creatine in muscle. 

Four, O., J. Biol. Chem. 17, 463 (1914). On the preparation of creatine, 
creatinine and standard creatinine solutions. Seeks to replace the bichromate 
standard with standard creatinine solutions. 

Forty, O. with Morris, J. L., J. Biol. Chem. 17, 469 (1914). On the determi- 
nation of creatinine and creatine in urine. Use creatinine as a standard in 
the making of the color comparisons, rather than potassium bichromate. 

Foti, O., J. Biol. Chem. 17, 475 (1914). Use picric acid and NaOH. 

Forty, O. and Buckman, T. E., J. Biol. Chem. 17, 483 (1914). On the creatine 

- content of muscle. Uses method described by Folin in J. Biol. Chem. 17, 

~ 475 (1914). 

FoLin, O. and Denis, W., J. Biol. Chem. 17, 493 (1914). 

Benenicr, S. R., J. Biol. Chem. 18, 191 (1914). Uses Folin’s method. 
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Binet, L., DEFFINs, and RATHERY, Compt. rend. soc. biol. 77, 479 (1914); 
C. A. 11, 613 (1917). Influence of the presence of acetoacetic acid in 
urine on the exact determination of creatine and creatinine by the Folin 
colorimetric method. 

SHarFer, P. A., J. Biol. Chem. 18, 525 (1914). Modifies Folin’s method. 

Morris, J. L., J. Biol. Chem. 21, 201 (1915). Compares several methods and 
influence of acetone bodies and glucose. 

Janney, N. W. and BLaTHERWICK, N. R., J. Biol. Chem. 21, 577 (1915). The 
quantitative determination of creatine in muscle and other organs. 

BAUMANN, L. and MARKER, J., J. Biol. Chem. 22, 49 (1915). Determine muscle 
creatine according to Baumann, J. Biol. Chem. 17, 15 (1914) and the creatine 
in the blood and perfusates by an adaptation of this method. 

McCruppen, F. H. and Sarcent, C. S., J. Biol. Chem. 24, 423 (1916). The 
occurrence and determination of creatine in the urine. Use picric acid. 
Folin’s older method. 

BAUMANN, L. and Hines, H. M., J. Biol. Chem. 24, 439 (1916). Determina- 
tion of creatine in muscle. Compare methods of Janney and Blatherwick 
and acid hydrolysis. : 

BAuMANN, L., Htnes, H. and Marker, J., Proc. Am. Soc. Biol. Chem., J. 
Biol. Chem. 24, xxiii (1916). Origin and determination of creatine in muscle. 
Compare Janney and Blatherwick method with Baumann method. 

GETTLER, A. O. and BAKER, W., J. Biol. Chem. 25, 211 (1916). Chemical and 
physical analysis of blood in thirty normal cases. 

Hammett, F.S., J. Biol. Chem. 25, 601 (1916). The effect on nitrogen parti- 
tion of substituting alcohol for sucrose in an otherwise fixed diet. Uric acid, 
creatinine and creatine by Folin’s methods. 

Roser, W. C., Dimuirt, F. W. and CHEatHam, P. N., J. Biol. Chem. 26, 339) 
(1916). Protein feeding and creatine elimination in fasting man. Original 
Folin methods for creatine and creatinine. 

Denis, W., J. Biol. Chem. 26, 379 (1916). Creatine in human muscle. Deter- 
mines by Folin’s method. ; 

Foxtn, O. and Dotsy, E. A., J. Biol. Chem. 28, 349 (1916-17). Impure picric 
acid as a source of error in creatine and creatinine determinations. 

Lyman, J. F. and Trimpy, J. C., J. Biol. Chem. 29, 1 (1917). The excretion 
of creatine and creatinine parenterally introduced. Creatine by Folin 
Benedict method, etc. 

Witson, D. W. and Prass, E. D., J. Biol. Chem. 29, 413 (1917). Creatine and 
creatinine in whole blood and plasma. Claim Folin’s method unsatisfactory 
with whole blood. Suggest procedure. = 

Denis, W. and Kramer, J. G., J. Biol. Chem. 30, 189 (1917). The influence o 
protein intake on creatine excretion in children. Creatinine and creatin 
by Folin’s micro methods. a as 

Rose, M.S., J. Biol. Chem. 82, 1 (1917). Creatine by Benedict’s modification 

Hunter, A. and CampBeELL, W. R., J. Biol. Chem. 82, 195 (1917). The pro 
able accuracy, in whole blood afd plasma, of colorimeae determinations « 
creatinine and creatine 
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Hunter, A. and CAMPBELL, W. R., J. Biol. Chem. 33, 169 (1918). The amount 
and the distribution of creatinine and creatine in normal human blood. 
Creatinine and creatine in blood and plasma by Folin’s methods. 

Hunter, A. and CAMPBELL, W. R., J. Biol. Chem. 34, 5 (1918). The placental 
transmission of creatinine and creatine. Find error in Folin method for 
creatine. 

GREENWALD, I. and McGurirE, G., J. Biol. Chem. 34, 103 (1918). The estima- 
tion of creatinine and of creatine in the blood. Discuss different methods and 
errors. 

Dents, W., J. Biol. Chem. 35, 513 (1918). The determination of creatinine and 
creatine in blood. Uses alkali and picric acid. 

Myers, V. C. and Fine, M. S., J. Biol. Chem. 37, 239 (1919). Comparative 
distribution of urea, creatinine, uric acid, and sugar in the blood and spinal 
fluid. Creatine by Folin’s method. 

Denis, W. and Mrnor, A. S., J. Biol. Chem. 37, 245 (1919). Creatinine and 
creatine by Folin’s method. 

Fark, K. G., BAUMANN, E. J. and McGuire, Grace, J. Biol. Chem. 37, 528 
(1919). The chemical investigation of spoiled meat. Creatine plus creati- 
nine determined colorimetrically. 

Fottn, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). A system of blood analysis. 

GREENE, C. H., J. Biol. Chem. 39, 457 (1919). Changes in nitrogenous extrac- 
tives in the muscular tissue of the king salmon during the fast of spawning 
migration. Creatine by procedure of Janney and Blatherwick, J. Biol. 
Chem. 21, 567 (1915). 

GaMBLE, J. L. and GotpscuoipT, S., J. Biol. Chem. 40, 199 (1919). Creatinine 
and creatine by Folin’s methods. 

Wans, C. C. and DentteEr, M. L., J. Biol. Chem. 45, 237 (1920-21). Creati- 
nine and creatine in the blood. Use Folin-Wu methods. 

ALBRECHT, P. G., J. Biol. Chem. 45, 395 (1920-21). Chemical study of several 
marine mollusks of the Pacific coast. Creatinine and creatine by Folin’s 
method. 

Hammett, F. S., J. Biol. Chem. 48, 127 (1921). Creatinine and creatine in 
muscle extracts. A comparison of the picric acid and the tungstic acid 
methods of deproteinization. 

NeEtson, E. E. and GREENE, C. W., J. Biol. Chem. 49, 47 (1921). The chemical 
composition of the ovaries of fresh water Gar. Lepidostens. Creatine by 
Folin’s method. 

Beure, J. A. and Benenict, S. R., J. Biol. Chem. 52, 11 (1922). On the ques- 
tion of the occurrence of creatinine and creatine in blood. 

Epcar, G., J. Biol. Chem. 56, 1 (1923); J. Soc. Chem. Ind. 42, 741A (1923). 
Preparation and comparison of standards for the estimation of creatine and 
creatinine. Creatinine zinc chloride and creatinine picrate are considered 
to be the most suitable, since they are readily obtained pure. 

Wison, D. W., J. Biol. Chem. 56, 215 (1923). Creatine and creatinine by 

_ Folin’s method. 
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BENEDICT, S. R. and Osterberg, E., J. Biol. Chem. 56, 229 (1923). Studies in 
creatine and creatinine metabolism. 

Harvine, V. J. and GAEBLER, O. H., J. Biol. Chem. 57, 25 (1923). The influ- 
ence of the positive nitrogen balance upon creatinuria during growth. Folin’s 
method for creatine and creatinine. 

SJOLLEMA, B., J. Biol. Chem. 57, 255 (1923). 

HarvDine, V. J. and Eactes, B. A., J. Biol. Chem. 60, 301 (1924). The creatine 
content of brain. Baumann and Hines method. 

West, R. and BEenepict, E. M., J. Biol. Chem. 66, 139 (1925). Creatine and 
creatinine by Folin’s method. 

Morcan, A. F. and Ospurn, D. F., J. Biol. Chem. 66, 573 (1925). The effect 
of vitamin A deficiency upon the character of nitrogen metabolism. Creatine 
by Benedict and Myers method. 

Cuaney, M. S. and Brunt, K., J. Biol. Chem. 66, 829 (1925). Creatinine and 
creatine by Folin’s methods. 

Hawk, P. B. and Brercer, O., Practical Physiological Chemistry, 9 ed., P. 
Blakiston’s Son and Co., Philadelphia, 1926. Determination of creatine in 
blood, pp. 376-377; in urine, pp. 734-735. 


Creatinine. 


Jarre, M., Z. physiol. Chem. 10, 391°(1886); J. Chem. Soc. 50, 1056 (1886). 
Colorimetric estimation of creatinine. Uses picric acid and a drop of dilute 
potash or soda. A deep red color produced even when dilution is 1 : 5000. 

Foun, O., Z. physiol. Chem. 41, 223 (1904); J. Chem. Soc. 86, ii, 375 (1904). 
Creatinine and creatine in urine. Creatinine method based on Jaffé’s reac- 
tion. Uses picric acid and KOH, and matches resulting color against standard 
K.Cr2O7. 

Fottn, O., Am. J. Physiol. 18, 48 (1905). Uses NaOH solution of picric acid. 

GRINDLEY, H. S. and Woops, H. S., J. Biol. Chem. 2, 309 (1906-07). Methods 
for the determination of creatinine and creatine in meats and their products. 
Use picric acid and NaOH. 

Benepicr, F. G. and Myers, V. C., Am. J. Physiol. 18, 397 (1907). 

BARSCHALL, E. B. H., Arb. kais. Ceci 24, 562; Analyst 32, 48 (1907). 
Colorimetric determination of creatine and oreagitinas in meat extracts. Uses 
picric acid and NaOH. 

Emmett, A. D. and Grinptey, H. S., J. Biol. Chem. 3, 491 (1907). Further 
studies on the application of Folin’s creatine and creatinine method to meats S 
and meat extracts. Use picric acid and NaOH. 

HEHNER, O., Pharm. J. 78, 683 (1907). Errors resulting from varied quantitial 
of NaOH in Folin’s creatinine estimation. 

MELLAnBY, E.? J. Physiol. 36, 447 (1908). Errors resulting from varied tem- 
peratures in Folin’ s (Jaffé) creatinine estimation. 

Cuapman, A. C., Analyst 34, 475 (1909); Chem. News 100, 175. (1909); Brit 
Med. J. Dec. 12, 1908; J. Soc. Chem. Ind. 29, 1267 (1909). Jaffé’s picri 
acid method tested. Conditions must be fairly closely defined in order to gi 
accurate results, Shows that the various color changes are due to reductic 
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of picric acid by creatinine, successively to a dinitromonaminophenol (prob- 
ably the 2 : 4 : 6-derivative), mononitrodiaminophenol (picramic acid), and 
triaminophenol. 


Cook, F. C., J. Am. Chem. Soc. 31, 673 (1909). Factors which influence the 
creatinine determination. A critical experimental examination of the method 
of Folin. 


SmitH and Meyers, Proc. Assocn. Official Agr. Chem. 1909; U.S. Dept. Agr. 
Bull. 132, 160. Errors of dilution in Folin’s creatinine colorimetric methods. 


SCHAFFER, P. A. and Retnoso, E. A., Proc. Am. Soc. Biol. Chem., J. Biol. 
Chem. 7, xiv (1909-10). A modification of Folin’s method. 


Taytor, A. E., J. Biol. Chem. 9, 19 (1911). The sources of error in the Folin 
method for the estimation of creatinine. 


Rona, P., Biochem. Z. 27, 348 (1911). Error in Folin’s creatinine estimations 
due to the presence of urinary pigments in the urine. 


ERDMANN, C. C., J. Biol. Chem. 9, 85.(1911). On the determination of alkyl- 
amines obtained from urine after Kjeldahl digestion. Determinations of 
creatinine, urea and uric acid were carried out according to Folin. 

Foster, N. B. and Fisuer, H. L., J. Biol. Chem. 9, 359 (1911). Creatine and 
creatinine metabolism in dogs with Ecka fistula. Determine creatine and 
creatinine by Folin’s methods. 

AUTENRIETH, W. and MULLER, G., Miinch. med. Wochschr. 58, 899 (1911). 
Colorimetric estimation of sugar, creatine, and creatinine in urine. 

MENDEL, L. B. and Ross, W. C., J. Biol. Chem. 10, 213 (1911-12). The role 
of the carbohydrates in creatine-creatinine metabolism. Estimate pre- 
formed creatinine by the Folin method and total creatinine by the Benedict- 
Myers modification of the Folin method. 

Tow Les, C. and VoEGTLI, C., J. Biol. Chem. 10, 479 (1911-12). Creatine and 
creatinine metabolism in dogs during feeding and inanition with especial 
reference to the function of the liver. Estimate urinary preformed and total 
creatinine by Folin’s method. 

Foun, O. and Denis, W., J. Biol. Chem. 12, 141 (1912). Protein metabolism 
from the standpoint of blood and tissue analysis. Further absorption experi- 
ments with especial reference to the behavior of creatine and creatinine and 
to the formation of urea. Give some difficulties encountered in making 
colorimetric creatinine determinations. 

GREENWALD, I., J. Biol. Chem. 14, 87 (1913). The estimation of creatinine 
and creatine in diabetic urines. Acetoacetic acid or acetone must be removed 
‘before creatinine can be accurately determined by Folin’s method. 

Myers, V. C. and Votovic, G. O., J. Biol. Chem. 14, 489 (1913). The influence 

__ of fever on the elimination of creatinine. 

Myers, V. C. and Fins, M. S., J. Biol: Chem. 16, 169 (1913-14). The influence 

of the administration of creatine and creatinine on the creatine content cf 

~ muscle. Employ analytical methods described in J. Biol. Chem. 14, 9 (1913). 

CuestnvT, R. K., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 17, xli (1914). 

_ Creatine- and creatinine-free foods. Uses Folin’s colorimetric method 
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for creatinine. Compared methods of Benedict, and Benedict and Myers 
for creatine. 

Hunter, A. and Givens, M. H., J. Biol. Chem. 17, 55 (1914). The nitrogen 
excretion of the monkey. Use Folin’s method for creatine and creatinine. 

Myers, V. C. and Fring, M. S., J. Biol. Chem. 17, 65 (1914). A note on the 
determination of creatinine and creatine in muscle. 

For, O., J. Biol. Chem. 17, 463 (1914). On the preparation of creatine, 
creatinine and standard creatinine solutions. Seeks to replace the bichro- 
mate standard with standard creatinine solutions. 

Forty, O. with Morris, J. L., J. Biol. Chem. 17, 469 (1914). On the determi- 
nation of creatinine and creatine in urine. Uses creatinine as a standard 
in the making of the color comparisons, rather than potassium bichromate. 

Foi, O., J. Biol. Chem. 17, 475 (1914). Use picric acid and NaOH. 

Forty, O. and Dents, W., J. Biol. Chem. 17, 493 (1914). 

Taytor, A. E. and Ross, W. C., J. Biol. Chem. 18, 519 (1914). The influence 
of protein intake upon the formation of uric acid. Determine uric acid and 
creatinine by the colorimetric methods of Folin. 

Binet, L., Derrrys and RatHEry, Compt. rend. soc. biol. 77, 479 (1914); 
C. A. 11, 613.(1917). Influence of the presence of acetoacetic acid in urine on 
the exact determination of creatine and creatinine by Folin colorimetric 
method. : 

SHarrer, P. A., J. Biol. Chem. 18, 525 (1914.) Modifies Folin’s method. 

Catucart, E. P. and Orr,-J. B., Proc. Physoil. Soc. 1914; J..Physiol. 48, 21 
(1914); J. Chem. Soc. 106, ii, 505 (1914). 

Morris, J. L., J. Biol. Chem. 21, 201 (1915). Compares several methods and 
influence of acetone bodies and glucose. 

BauMANN, L. and INGVALpsEN, T., J. Biol. Chem. 25, 195 (1916). The deter- 
mination of creatine in muscle. Use picric acid and K picrate. 

GeTTLer, A. O. and BAKER, W., J. Biol. Chem. 25, 211 (1916). Chemical and 
physical analysis of blood in thirty normal cases. 

ANDERSON, R. J. and Bosworrtn, A. W., J. Biol. Chem. 25, 399 (1916). Creati- 
nine by Folin’s method. 

Hamnett, F. S., J. Biol. Chem. 25, 601 (1916). The effect on nitrogen parti- 
tion of substituting alcohol for sucrose in an otherwise fixed diet. Uric acid, 

_ creatinine and creatine by Folin’s methods. 

Rose, W. C., J. Biol. Chem. 26, 331 (1916). Protein feeding and creatine 
elimination in pancreatic diabetes. Creatinine by Folin method. : 

Rose, W. C., Dimurirr, F. W. and Cueatuam, P. N., J. Biol. Chem. 26, 339 
(1916). Protein feeding and creatine elimination in fasting man. Original 
Folin methods for creatine and creatinine. 

McCruppen, F. H. and Sarcent, C. S., J. Biol. Chem. 26, 527 (1916). Th 
influence of the color from the sodium picrate in the determination of creat- 
inine in blood and urine. 

UNDERHILL, F’. P. and Bocert, L. J., J. Biol. Chem. 27, 161 (1916). Altera 
tions in the output of certain urinary constituents as determined by change: 
in the character of the diet. Creatinine by. Folin’s method, 
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Hunter, A. and CAMPBELL, W. R., J. Biol. Chem. 28, 335 (1916-17). A 
hitherto neglected factor affecting the determination of minute quantities 
of creatinine. Action of light. 


Fotin, O. and Dotsy, E. A., J. Biol. Chem. 28, 349 (1916-17). Impure picric 
acid as a source of error in creatine and creatinine determinations. 


LyMAN, J. F.and Trimsy, J.C., J. Biol. Chem. 29, 1 (1917). The excretion 
of creatine and creatinine parenterally introduced. Creatinine by Folin’s 
method. 


Geret, L., Z. Nahr. Genussm. 88, 35 (1917); J. Chem. Soc. 112, ii, 225 (1917). 
Uses a modification of the picric acid method of Baur and Triimpler. 


CHERTKOV, I., Rev. méd. suisse romande 37, 748 (1917); from Physiol. Abstr. 
8, 247 (1918); J. Chem: Soc. 114, ii, 380 (1918). Determination of creatinine 
in blood. Protein precipitated by tricholoracetic acid, and NaOH and picric 
acid added to the filtrate. 


GETTLER, A. O. with OPPENHEIMER, R., J. Biol. Chem. 29, 47 (1917). Factors 
involving the accuracy of creatinine determinations in human blood. 

Witson, D. W. and Ptass, E. D., J. Biol. Chem. 29, 413 (1917). Creatine and 
creatinine in whole blood and plasma. Claim Folin’s method unsatisfactory 
with whole blood. Suggest procedure. 

Neuwirth, I., J. Biol. Chem. 29, 477 (1917). The hourly elimination of cer- 
tain urinary constituents during brief fasts. Creatinine by Folin’s method. 

Kuttner, T., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 29, xii (1917). A 
modification of Folin’s method for the estimation of creatinine in blood. 

Fortn, O., Dotsy, E. A., BELL, R., and Denis, W., Proc. Am. Soc. Biol. Chem., 
J. Biol. Chem. 29, xxxvi (1917). Demonstrations bearing on colorimetric 
creatinine and nitrogen determinations. Title only. 

Denis, W. and Kramer, J. G., J. Biol. Chem. 30, 189 (1917). The influence 
of protein intake on creatine excretion in children. Creatinine and creatine 
by Folin’s micro methods. 

Rose, M.S., J. Biol. Chem. 32, 1 (1917). Creatinine by Folin’s method. 

Hunter, A. and CAMPBELL,W. R., J. Biol. Chem. 32, 195 (1917). The probable 
accuracy, in whole blood and plasma, of colorimetric determinations of creati- 
nine and creatine. 

Hunter, A. and CAMPBELL, W. R., J. Biol. Chem. 33, 169 (1918). Creatinine 
and creatine in blood and plasma by Folin’s methods. 

GREENWALD, I. and McGurrg, G., J. Biol. Chem. 34, 103 (1918). The estima- 
tion of creatinine and of creatine in the blood. Discuss different methods and 
errors. 

Denis, W., J. Biol. Chem. 35, 513 (1918). The determination of creatinine and 
creatine in blood. Uses alkali and picric acid. 

Lewis, H. B. and Dotsy, E. A., J. Biol. Chem. 36, 1 (1918). Creatinine by 
Folin’s method. 

Denis, W. and Minot, A. S., J. Biol. Chem. 37, 245 (1919). Creatinine and 
creatine by Folin’s method. 

Fark, K. G., BAUMANN, E. J. and McGuire, Grace, J. Biol. Chem. 37, 528 


592 : BIBLIOGRAPHY 


(1919). The chemical investigation of spoiled meat. Creatine plus 
creatinine determined colorimetrically. 

Foun, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). A-system of blood 
analysis. 

GamBLE, J. L. and GotpscumotT, S., J. Biol. Chem. 40, 199 (1919). Creatinine 
and creatine by Folin’s method. 

Harpvine, V. J., and Youne, E. G., J. Biol. Chem. 40, 227 (1919). Placental 
feeding and purine metabolism. Creatinine by Folin’s method. 

Tuets, R. C. and Bae, H. J., J. Biol. Chem. 41, 525 (1920). 

UNDERHILL, F. P. and Stmpson, G. E., J. Biol. Chem. 44, 69 (1920). Creatinine 
by Folin’s method. 

GoECKEL, H. J., J. Lab. Clin. Med. 6, 338 (1920-21). The routine determina- 
tion of creatinine and acetone in urine. Uses Na nitroprusside, NaOH and 
glacial HAc. 

Wang, C. C. and DentieEr, M.L., J. Biol. Chem. 45, 237 (1920-21). Creatinine 
and creatine in the blood. Folin-Wu methods. 

Karr, W. G., with the cooperation of Torsrotr, E., J. Biol. Chem. 45, 289 
(1920-21). Creatinine by Folin’s method. 

ALBRECHT, P. G., J. Biol. Chem, 45, 395 (1920-21). Chemical study of several 
marine mollusks of the Pacific coast. Creatinine and creatine by Folin’s 
method. 

Reap, B. E., J. Biol. Chem. 46, 281 (1921). The metabolism of the eunuch. 
Preformed creatinine by Folin’s colorimetric method. 

Brau, N. F., J. Biol. Chem. 48, 105 (1921). The estimation of creatinine in 
the presence of acetone and diacetic acid. Finds these interfere. 

Hammett, F. S., J. Biol. Chem. 48, 127 (1921). Creatinine and creatine in 
muscle extracts. A comparison of the picric acid and the tungstic acid 
methods of deproteinization. 

UNDERHILL, F. P. and Lone, M. L., J. Biol. Chem. 48, 537 (1921). Creatinine 
by Folin’s and Benedict’s methods. 

Witper, R. M., Bootupy, W. M. and Breter, C., J. Biol. Chem. 61, 311 — 
(1922). 

Studies of the metabolism of diabetes. Folin’s method for creatinine. 

Benre, J. A. and BENeEpIcT, S. R., J. Biol. Chem. 52, 11 (1922). On the ques- 
tion of the occurrence of creatinine and creatine in blood. 

Benevict, S. R., J. Biol. Chem. 54, 239 (1922). A method for the purification 
of picric acid for creatinine determinations. Crystallizes from benzene. 

PFIZENMAIER, K. and Gatanos, S., Z. Nahr. Genussm. 44, 29 (1922); 
J. Soc. Chem. Ind. 41, 784A (1922). 

Denis, W., J. Biol. Chem. 54, 693 (1922). The non-protein organic constitu- 
ents in the blood of marine fish. Non-protein nitrogen, urea, creatinine and 
glucose by Folin-Wu method, uric acid Benedict’s, etc. 

Lewis, H. B. and Cortey, R. C., J. Biol. Chem. 55, 373 (1923). Creatinine by 
Folin’s method. ; 

Epcar, G., J. Biol. Chem. 56, 1 (1923); J. Soc. Chem. Ind. 42, 741A (1923). 
Preparation and comparison of standards for the estimation of creatine anc 
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creatinine. Creatinine zinc chloride and creatinine picrate are considered to 
be the most suitable since they are readily obtained pure. 

Witson, D. W., J. Biol. Chem. 56, 215 (1923). Creatine and creatinine by 
Folin’s method. 

BENEDICT, S. R. and OsTERBERG, E., J. Biol. Chem. 56, 229 (1923). Creatinine 
by Folin’s method, using bichromate as standard. Creatine converted to 
creatinine and determined colorimetrically. 

Hapen, R. L., J. Biol. Chem. 56, 469 (1923). A modification of the Folin-Wu 
method for making protein-free blood filtrates. Non-protein nitrogen, sugar 
and creatinine by Folin-Wu method. 

Harpine, V. J. and GAEBLer, O. H., J. Biol. Chem. 57, 25 (1923). The influ- 
ence of the positive nitrogen balance upon creatinuria during growth. Folin’s 
method for creatine and creatinine. 

SJOLLEMA, B., J. Biol. Chem. 57, 255 (1923). 

McLaucui, L. and Brunt, K., J. Biol. Chem. 58, 285 (1923-24). Some 
observations on the creatinine excretion of women. Folin’s method for 
creatinine. 

GREENWALD, I. and Gross, J., J. Biol. Chem. 59, 601 (1924). Chemistry of 
Jaffé’s reaction for creatinine. The red color due to a red tautomeride of 
creatinine picrate. 

NeEwcoms, C., Biochem. J. 18, 291 (1924); J. Soc. Chem. Ind. 43, B535 (1924). 
Error due to impure picric acid in creatinine estimations. Must make a 
correction for the impurity which produces a red color with alkali. 

CsonKA, F. A., J. Biol. Chem. 60, 545 (1924). Creatinine by Folin’s method. 

West, R. and Benepict, E. M., J. Biol. Chem. 66, 139 (1925). Creatine and 
creatinine by Folin’s method. 

Lewis, H. B., with the cooperation of Updegraff, H., J. Biol. Chem. 65, 187 
(1925). Creatinine by Folin’s method. 

Haven, R. L. and Orr, T. G., J. Biol. Chem. 65, 479 (1925). Chemical findings 
in the blood of the normal dog. Non-protein N, sugar and creatinine by Folin- 
Wu method. Amino-acid N by Folin’s method. 

GREENWALD, I., J. Am. Chem. Soc. 47, 1443 (1925). The chemistry of Jaffé’s 
reaction for creatinine. II. The effect of substitution in the creatinine 
molecule and a possible formula for the red tautomer. 

Moreay, A. F. and Ossurn, D. F., J. Biol. Chem. 66, 573 (1925). The effect 
of vitamin A deficiency upon the character of nitrogen metabolism. _Creati- 
nine by Folin method. 

CHANEY, M. S. and Brunt, K., J. Biol. Chem. 66, 629 (1925). The effect of 
orange juice on the calcium, phosphorus, magnesium, and nitrogen retention 
and urinary organic acids of growing children. Creatinine and creatine by 
Folin’s method. 

Rose, M. S. and MacLeop, Grace, J. Biol. Chem. 66, 847 (1925). 

Hawk, P. B. and Bercer, O., Practical Physiological Chemistry, 9 ed., P. Blak- 
iston’s Son and Co., Philadelphia, 1926. Determination of creatinine in blood, 
pp. 375-377; in urine pp. 732-734. 

Muve iter, W., Mitt. Lebensm, Hyg. 17, 45 (1926); C. A. 20, 2375 (1926). The 
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determination of creatinine in bouillon preparations. A critical review of 
several methods in use. M. recommends, on basis of his own analyses, the 
method of Sudendorf and Lahrmann (C. A. 9, 1948). 

Rose, W. C., Hetmer, O. M., and Cuanutin, A., J. Biol. Chem. 75, 543 
(1927). A modified method for total creatinine in small amounts of 
tissues. 


Cresol. 

SCHNEIDER, Rep. Soc. Germ. Nat. and Phys., Sept., 1895. 

CuaPin, R. M., J. Biol. Chem. 47, 309 (1921). Estimation of cresol by the 
phenol reagent of Folin and Denis. Method has the disadvantage that dif- 
ferent intensities of color are obtained with equivalent quantities of different 
phenols. 


Cyanates. 
Baltey, K. C. and Battey, D. F. H., Proc. Roy. Irish Acad. 87 (B), 1 (1924); 
J. Chem. Soc. 128, ii, 447 (1925); C. A. 19, 946; J. Soc. Chem. Ind. 44, B313 
(1925). Colorimetric determination of thiocyanates and cyanates. 


Cyanide. 

DuriEN, E., Jahresber. Pharm. 1902, 439. Based upon the formation: of a 
cherry-red colored alkaline isopurpurate by the interaction of alkali cyanides 
and picric acid. 

Runne, H., Apoth. Ztg. 24, 288, 297, 306, 314, 325, 344, 356; C. A. 8, 2611 
(1909). HCN in bitter almond water. Makes a critical study of all methods. 
Shows the colorimetric method of E. Durien (Jahresber. Pharm. 1902, 439) 
to be accurate to within 1 per cent. 

LockEeMANN, G., Ber. 43, 2127 (1910); J. Chem. Soc. 98, ii, 807 (1910). Uses 
Prussian blue method and also the thiocyanate test, the CN being converted 
into CNS. 

Bert, E. and DEtpy, M., Ber. 43, 1430 (1910); J. Soc. Chem. Ind. 29, 813 
(1910); Z. anal. Chem. 50, 525 (1911). Make solution just alkaline with 
KOH and treat with FeSO,. 

Watter, A. D., Proc. physiol. Soc. 57-59 (1910); Proc. Roy. Soc. (B), 82, 574 


(1910); J. Physiol. 40; Analyst 35, 406 (1910); Z. anal. Chem. 50, 205 | 


(1911). Estimation of HCN in blood and tissues after death. Uses picric 
acid method. 

CuApMAN, A. C., Analyst 35, 469 (1910); C. A. 5, 1040 (1911); J.Soc. Chem. 
Ind. 29, 1413 (1910); Z. anal. Chem. 61, 513 (1912). Method based on the 
dark-red coloration produced by HCN in alkaline solution of picric acid. 
Not reliable and very limited in application. 

LANDER, G. D. and Watpen, A. E., Analyst 36, 266 (1911); C. A. 5, 3212 
(1911). The detection of traces of hydrogen cyanide. Prussian blue method: 
For HCN less than 0.02 g. per cc. 0.041 g. HCN recognized with certainty 
and definite positive results are obtainable with 0.0;2 g. Picric acid method: 
Good for quantitative estimation when reducing agents for picric acid are 
shown to be absent, 
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VoRLANDER, D., Ber. 46, 181 (1913). 

Francis, C. K. and ConneEtt, W. B., J. Am. Chem. Soc. 35, 1624 (1913); 
J. Chem. Soc. 104, i, 1284 (1913). The colorimetric method for determining 
hydrocyanic acid in plants with special reference to Kafir corn. Convert 
CN into CNS by means of K2S or (NH,4)2S and add HCl and FeCl. 

Furtonec, J. R., Analyst 39, 430 (1914). The estimation of hydrocyanic acid 
in feeding-stuffs, and its occurrence in millet and Guinea corn. Converts 
the HCN into Prussian blue and adds glycerol. 

LAVIALLE, P. and VARENNE, L., J. pharm. chim. [7], 12, 74 (1915); Z. anal. 
Chem. 56, 128 (1917). Converts CN into CNS by means of (NH4).S and 
adds HCl and FeCl;. 

VIEHOEVER, A. and Jouns, C. O., J. Am. Chem. Soc. 37, 601 (1915); Am. J. 
Pharm. 87, No. 6 (1915); J. Soc. Chem. Ind. 34, 351 (1915); Z. anal. Chem. 
55, 283 (1916). Use Prussian blue method. 

Jounson, M. O., J. Am. Chem. Soc. 38, 1230 (1916); C. A. 10, 1736 (1916). 
Converts CN to CNS and adds FeCl;. 

WittaMAN, J. J., J. Biol. Chem. 29, 25 (1917). The estimation of hydrocyanic 
acid and the probable form in which it occurs in sorghum vulgare. Prus- 
sian blue method of Viehoever and Johns, J. Am. Chem. Soc. 37, 601 (1914). 

Kotrtuorr, I. M., Z. anal. Chem. 57, 1 (1918). On the test and determination 
of small amounts of hydrogen cyanide. Makes a study of the various colori- 
metric methods for HCN. 

SNELL, F. D., Colorimetric Analysis, p. 141, D. Van Nostrand Co., New York, 
1921. Determination of cyanide by changing to thiocyanate and adding 
FeCl. 

Kotrnorf, I. M., Z. anal. Chem. 68, 188 (1924); C. A. 18, 644 (1924); J. Chem. 
Soc. 126, ii, 75 (1924); Analyst 49, 41 (1924); J. Soc. Chem. Ind. 48, B14 
(1924). The detection and colorimetric determination of cyanide as thio- 
cyanate. Uses Na2SsO«, NH.OH, acidifies with H,SO, and adds FeCl. 

S:0.-— + CN- + 2NH; — CNS~ + 8:03—-— + SOu-- + 2NHgt. 
3CNS~ + Fet++ — Fe(CNS);. 1 mg. CN per liter can be detected. 

WasteEnson, H., Svensk Farm. Tids. 29, 109 (1925). “A drop of picric acid 
soln. (1 : 250) added to 2 cc. iodide soln. and warmed will give a red color if 
0.04 per cent HCN is present. The color is very pronounced if 0.1 per cent 
or more HCN is present. NH, salts interfere.” A. R. Rose, C. A. 19, 1674 
(1925). 

Cysteine. 

SuLLIvAN, M. X., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 63, xi (1925). 
B-Naphthoquinone-4-sodium sulfonate in the presence of alkali and a reducing 
agent such as Na2SO; can be used to determine cysteine quantitatively in the 
presence of other amino acids and sulfydryl compounds. 

Cystine. 

Forty, O. and Looney, J. M., J. Biol. Chem. 51, 421 (1922); C. A. 16, 1790 
(1922). Colorimetric methods for the separate determination of tyrosine, 
tryptophane, and cystine in proteins, 


596 BIBLIOGRAPHY 


HeErzFeELD, E., Schweiz. med. Wochschr. 52, 411; Chem. Zentr. 1922, iv, 1076; 
J. Chem. Soc. 124, ii, 196 (1923); C. A. 17, 1813 (1923); Physiol. Abstracts 7, 
212 (1923) 

Looney, J. M., J. Biol. Chem. 54, 171 (1922); C. A. 17, 115 (1923); Analyst 
48, 82 (1923). The colorimetric estimation of cystine in urine. Uses phos- 
photungstic acid in presence of sodium sulfite. Deep blue color formed. 

Jones, D. B. and Gersporrr, C. E. F., J. Biol. Chem. 56, 79 (1923). Folin 
and Looney method for cystine. 

Jones, D. B., Gersporrr, C. E. F. and Moetter, O., J. Biol. Chem. 62, 183 
(1924-25). The tryptophane and cystine content of various proteins. 
Cystine by Folin-Looney method. 

PETERSON, W. H., Frep, E. B. and Domoca tra, B. P., J. Biol. Chem. 63, 287 
(1925). The occurrence of amino acids and other organic nitrogen compounds 
in lake water. Cystine by Folin-Looney method. 

SumMNER, J. B. and Grauam, V. A., J. Biol. Chem. 64, 257 (1925). Used 
methods of Folin and Looney. 

Jones, D. B., MoELtER, O. and Grrsporrr, C. E. F., J. Biol. Chem. 65, 59 
(1925). Cystine and tyrosine by methods of Folin antl Looney. 

Lewis, H. B., with the cooperation of Uppecrarr, H., J. Biol. Chem. 65, 187 
(1925). Cyatine by Looney’s method. 

Lewis, H. B. and Wrtson, R. H., J. Biol. Chem. 69, 126 (1926). The deter- 
mination of cystine in the urine. Use Looney’s method. Compare several 
methods. 

Looney, J. M., J. Biol. Chem. 69, 519 (1926). The colorimetric estimation of 
tyrosine, tryptophane, and cystine in proteins. 

Hunter, G. and Eac tes, B. A., J. Biol. Chem. 72, 177 (1927); C. A. 21, 1826 
(1927). 


Dextrine. 


Rivat, G., Chem.-Ztg. 34, 1141; C. A. 5, 257 (1911). New methods of investi- 
gations of the colors developed by iodine in the presence of dextrine. Starch 
solutions containing dextrine take up iodine before giving the characteristic 
blue starch-iodide coloration. The amounts of dextrine present in starches 
or other substances may be compared by measuring the amount of a dilute 
I solution (0.12 mg. I per cc.) required to produce the same coloration in 
a given quantity of the samples. | 


Dextrose. (See also Carbohydrate and Sugar) 


AUTENRIETH, W. and Tresporpr, T., Miinch. med. Wochschr. ona 1780 (1910); 

» CC. A. 4, 2950 (1910). The éolomiacene estimation of dextrose in the urine. 
Boil 10 cc. dil. urine with 50 cc. of Bang’s Cu solution, cool rapidly to room 
temperature, transfer to a volumetric flask and dilute to the mark with KCNS 

or saturated K,CO; solution. This solution gave a reading of 84 on the 
colorimeter scale which corresponded to 43 mg. of dextrose per mybic centi- 
meter of urine (or 4.3 per cent dextrose). 
ForscuBacu and Severin, Arch. exptl. Path, Phanueuee 68, 341 (919), CA 
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6, 2764 (1912); J. Chem. Soc. 102, ii, 697 (1912). The colorimetric deter- 
mination of dextrose in smallest amounts of blood. 

Ross, E. L. and McGuiean, H., J. Biol. Chem. 22, 407 (1915). The dextrose 
and diastase content of the blood as affected by ether anesthesia of animals 
fed on different diets. Benedict colorimetric method for dextrose. 

Avpis, T. and Suevxy, A. E., Proc. Soc. Exptl. Biol. Med. 15, 79 (1918); J. 
Chem. Soc. 114, ii, 247 (1918); C. A. 18, 2688 (1919). Sources of error in the 
estimation of dextrose by the colorimetric picrate method. The reddish- 
brown color produced by heating dextrose, picric acid, and sodium carbonate 
varies with the temperature, duration of heating, and amount of carbonate 
present. 

Ross, E. L., J. Biol. Chem. 34, 335 (1918). Blood dextrose as affected by mor- 
phine and morphine with ether anesthesia. Blood dextrose by Myers- 
Bailey modification [J. Biol. Chem. 24, 147 (1916)] of Lewis-Benedict method. 

Avopis, T. and Suevxy, A. E., J. Biol. Chem. 35, 43 (1918). The rate of color 
production in alkaline solutions of dextrose and picrate. Find there is no 
direct proportion between the amount of color produced and the amount 
of dextrose present. 


Diastase. 


_ Couen, I. and Dopps, E. C., Brit. Med. J. 1924, I, 618; J. Chem. Soc. 126, ii, 
636 (1924). Colorimetric determination of diastase in body fluids. 


Dihydroxyacetone. 
CAMPBELL, W. R., J. Biol. Chem. 67, 59 (1926). 


Dinitrosalicylic Acid. 
SumMNER, J. B. and Hupparp, R. S., with the technical assistance of FINNER, 
L. L., J. Biol. Chem. 56, 701 (1923). Use FeCl. 


Dye. 

Wrepe, H., Chem.-Ztg. 33, 970; C. A. 4, 1811 (1910). Colorimetric process 
for determining the receptivity of fibers for dyes. A sample corresponding 
to 25 g. of dry material is kneaded, made into a paste with 500 cc. of water, 
and transferred to a liter volumetric flask. Add 200 cc. of 1 per cent solution, 
dilute to the mark, thoroughly mix, let stand 1 hour, and determine: ae 
imetrically the amount of dye in the filtrate. 

SNELL, F. D., Colorimetric Analysis, p. 145, D. Van Nostrand Co., New York, 
1921. Determination of the color of dyes. 

Yor, J. H. and Epcar, G., J. Phys. Chem. 27, 65 (1923); C. A. 17, 1480 (1923). 
The reduction of an indanthrene dye by means of sodium hyposulfite. Ponsol 
yellow G (an indanthrene dye) is reduced in an atmosphere of hydrogen by 
NaOH and Na.S.0, and the solution (blue) matched against standardized 
cobalt blue glasses in a Kennicott-Campbell-Hurley colorimeter. 

_ Yor, J. H., J. Phys. Chem. 28, 1211 (1924); C. A. 19, 1199 (1925). The reduc- 
tion of certain vat dyes by means of alkaline sodium hyposulfite. Ponsol 
Blue G, and R, Dark Blue BR, and Violet RR are reduced in an atmosphere 
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of hydrogen by NaOH and Na.S.O, and the solutions matched against 
standardized blue glasses in a Kennicott-Campbell-Hurley colorimeter. 


Egg Yolk. 


Parmer, L. S. and Kempster, H. L., J. Biol. Chem. 39, 299 (1919). Relation 
of plant carotinoids to growth, fecundity and reproduction of fowls. Color 
of egg yolks measured with Lovibond tintometer. 

Parmer, L. S. and Kemester, H. L., J. Biol. Chem. 39, 331 (1919). The 
influence of specific feeds and certain pigments on the color of the egg yolk 
and body fat of fowls. Use Lovibond tintometer to measure color of the 
egg yolk. 


Enols. 


Knorr, L. and Scuusert, H., Ber. 44, 2772 (1911). On a colorimetric 
method for the quantitative determination of enols in allotropic mixtures. 


Enzymes. 


Roar, H. E., Biochem. J. 3, 188 (1909); C. A. 8, 1644 (1909). A new colori- 
metric method to show the activity of either peptic or freppic enzymes. 


Epinephrine. (See Adrenaline) 


Errors. 


Emmet, A. D. and Grinpiry, H. S., J. Biol. Chem. 2, 309 (1906); 3, 491 (1907). 
Errors resulting from varied quantities of NaOH in Folin’s ceatinine esti- 
mation. 

CHAPMAN, A. C., Analyst 34, 475 (1909); Chem. News 100, 175 (1909); Brit. 
Med. J., Dec. 12, 1908. Errors resulting from varied temperatures in Jaffé’s 
creatinine estimation. A temperature of 20° recommended by C. 

STANFORD, R. V., Z. Physiol. Chem. 87, 159 (1913); J. Chem. Soc. 104, ii, 856 
(1913). A dilution colorimeter and the error of colorimetric comparison. 
Lone, J. H., J. Am. Chem. Soc. 38, 716 (1916). Possible source of error in 
colorimetric observations. Discusses the mechanical errors of the colorim- 

eter. 

Hunter, A. and CAMPBELL. W. R., J. Biol. Chem. 28, 335 (1916). Errors in 
Folin’s creatinine estimation resulting from the action of light. 

Deun, W. M., J. Am. Chem. Soc. 39, 1392 (1917). Discusses the physical and 
chemical sources of error, illustrating his remarks by reference to Folin’s 
creatinine estimation. 

CrisToL, P., Bull. soc. sci. med. Montpellier 9, 456 (1924); Physiol. Abstracts 9, 
465: C. A. 19 (1925). Errors in colorimetric methods of estimation of uric 
acid and phenols in urine. 

SCHLEGEL, J. W. and SteuBeEr, A. H., Ind. Eng. Chem. 19, 631 (1927); C. A. 
21, 2109 (1927). Some sources of error in the colorimetric determination 
of pH values. 3 

Yor, J. H., J. Lab. Clin. Med. 18, 139 (1927). A general discussion on colorim: 
etry. The following topics are treated: (1) methods of matching color, (2) 
requirements, (3) accuracy, (4) speed, (5) limits of application, and (6) errors. 
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Ethyl Nitrite. 
Cow tey, R. C. and Catrorp, J. P., Pharm. J. 63, 471 (1899). Use m-phenyl- 
ene-diamine. 


Tat. 
Bin, H. I. and Hecxscner, H., Biochem. Z. 149, 79, 83, 90 (1924). 


Fluorine. 


PETERSEN, T., Z. anal. Chem. 35, 585 (1896). Method is based on the turbidity 
caused by distilling HF into a solution of a calcium salt. 

STEIGER, G., J. Am. Chem. Soc. 30, 219 (1908). Makes use of the fact that 
fluorides bleach the coloration produced by H,0. and Ti. Since this is not 
a linear function, reference is made to a curve. 

MErwiy, H. E., Am. J. Sci. 28, 119 (1909); C. A. 8, 2919 (1909). HO» used. 
Color produced by Ti, and the bleaching effect of F, used to estimate Ti and 
F. respectively. Effects of free acid, alkali salts, and temperature given. 

Gautier, A. and CLAUSMANN, P., Ann. fals. 5, 329; Compt. rend. 154, 146% 
(1912); C. A. 6, 2900 (1912). Method for the detection and determination 
of fluorine in waters, minerals, tissues, and foods. F precipitated as PbF, 
and Pb estimated colorimetrically, then F calculated. 

Gautier, A. and CLAUSMANN, P., Compt. rend. 154, 1670 (1912); C. A. 6, 

' 2727 (1912); J. Chem. Soc. 102, ii, 805 (1912); J. Soc. Chem. Ind. 31, 703 
(1912); cf. Compt. rend. 154, 1469 and 1753. Detection and colorimetric 
determination of very small quantities of fluorine. A long procedure. F 
liberated by H,SO,; as HF and H,SiFs, and dissolved in fused KOH. F precip- 
itated in conjunction with BaSO,.. Again treat with H.SO, using lead glass 
instead of fused KOH. PbF: formed. Pb precipitated as colloidal PbS by 
HLS. A little gelatin is added before precipitation. 

SNELL, F. D., Colorimetric Analysis, p. 102, D. Van Nostrand Co., New York, 
1921. Fluorine by estimation of its bleaching action on an oxidized titanium 
solution. 

Scort, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 220-222, 
D. Van Nostrand Co., New York, 1925. Uses method of Steiger [J. Am. 
Chem. Soc. 30, 219 (1908)] and Merwin [Am. J. Sci. [4], 28, 119 (1909)]. 


Furfural. 

De Cuwatmort, G., Am. Chem. J. 15, 25 (1893). Uses HAc, and 1 per cent 
solution of aniline in 95 per cent alcohol. Red color produced. 

Toran, L. M., J. Am. Chem. Soc. 28, 1629 (1906). Uses aniline (colorless) 
and HCl. 

- Freury, P. and Porrot, G., J. pharm. chim. 26, 87 (1922); Bull. soc. chim. 
biol. 4, 252 (1922); C. A. 16, 4159 (1922); Analyst 47, 448 (1922); J. Soc. 
Chem. Ind. 41, 685A (1922). Use an acetic acid solution of orcinol and con- 
centrated HCl containing small amount of FeCl. 

Youncpure, G. E., and Pucuer, G. W., J. Biol. Chem. 61, 741 (1924). Use 
aniline and HAc. Red color formed. Detects 0.00001 per cent. Quantita- 
tive for 0.00004 per cent. 


rs 
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Gland. 


Hate, W. and Serer, A., Am. J. Pharm. 88, 551; C. A. 6, 528 (1912). Colori- 
metric and physiological estimation of the active principle of the supra- 
renal gland. 


Glucose. 


HeEtter, Z. anal. Chem. 28, 650 (1889); Deut. med. Wochschr. 1888, 451; cf. 
Dehn and Hartman, J. Am. Chem. Soc. 36, 403 (1914). 

NEITzEL, E., Chem.-Ztg. 18, I, 290 (1894); Z. Riibenzucker-ind, 1894, 221. 
Uses a modification of Molisch reagent (Monatsh. 7, 198). 

Runt, G., Gazz. chim. ital. 31, 445 (1901). 

Lyons, A. B., Pharm. Rev. 20, 155 (1902). Notes on the phenylhydrazine test 
for sugar (glucose). 

AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 59, 689; C. A. 6, 2088 
(1912). The colorimetric method for determining glucose and indican in 
urine, as also the iron in the blood. 

DuBRUNFAUT, cf. W. M. Dehn and F. A. Hartman, J. Am. Chem. Soc. 36, 403 
(1914). Devised a method for estimating glucose by comparing the color 
obtained by treating sugar solutions with alkali. 

Taytor, A. E. and Hutton, F., J. Biol. Chem. 22, 63 (1915). On the estimation 
of non-protein nitrogen and glucose in finger blood. A modification of the 
Folin method. 

HeEnprIix, B. M. and Sweet, J. E., J. Biol. Chem. 32, 299 (1917). Glucose by 
method of Lewis and Benedict, J. Biol. Chem. 20, 61 (1915). 

McCruppen, F. H. and Sarcent, C. S., J. Biol. Chem. 33, 387 (1918). Com- 
parison of glucose and cholesterol content of the blood. Glucose by Lewis 
and Benedict method. 

Isaacson, V. I., J. Lab. Clin. Med. 3, 289 (1918); J. Chem. Soc. 114, ii, 246 
(1918); C. A. 12, 1301 (1918). Colorimetric estimation of glucose in urine. 
Uses CuSO, method. Unreduced copper sulfate is estimated by adding 
ammonia and comparing the resulting blue solution with a standard. 

Kremer, I. S., J. Biol. Chem. 40, 153 (1920). Glucose by Pavy or Benedict 
method, J. Biol. Chem. 9, 57 (1911). | 

Neau, A., M. D. Thesis, Montpellier, 1920, 38; Physiol. Abstracts 5, 245 (1921); 
C. A. 15, 2290 (1921). Compares the picro-picramic method of Lewis and 
Benedict with the cupro-molybdic method of Folin and Wu. 

Denis, W., J. Biol. Chem. 54, 693 (1922). The non-protein organic constitu- 
ents in the blood of marine fish. Non-protein nitrogen, urea, creatinine and 
glucose by Folin-Wu method, uric acid by Benedict’s, etc. 

Ricuarpson, H. B. and Mason, E. H., J. Biol. Chem. 27, 587 (1923). Glucose 
by Benedict! s method. 

Uppecrarr, H. and Lewis, H. B., J. Biol. Ghee 61, 633 (1924). A quantita- 
tive study of some organic constituents of the saliva. Nitrogen and glucose 
by Folin-Wu method. Uric acid by Benedict’s method. 

Morcutis, S. and Barkus, O., J. Biol. Chem, 65, 1 (1925). Glucose by Shaffer 
Hartman method, i 
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Mitroy, J. A., Biochem. J. 19, 746 (1925). A method for the estimation of 
glucose in blood. The method is based on the fact that nitro-anthraquinone 
sulphonates are reduced, when heated with glucose in alkaline solution, first 
to the corresponding hydroxylamine derivatives having an intense green 
color [Wacker, Ber. 35, 666 (1902)] and later to a deep red substance, which 
is probably an amine derivative. The results obtained by this method are 
usually about 0.01 per cent higher than those by the Folin and Wu method. 

Hawk, P. B. and Bercrrm, O., Practical Physiological Chemistry, 9 ed., 
P. Blakiston’s Son and Co.;’Philadelphia, 1926. Determination of glucose in 
blood, pp. 381-388; in urine, p. 751. 


Glutamic Acid. 
Rirrart, H., Biochem. Z. 131, 87 (1922). 


Glutathione. 


Hunter, G. and Eactzs, B. A., J. Biol. Chem. 72, 177 (1927) CHAS SIS 1876 
(1927). 


Glycerin. 
Borpas, F. and RaczKowskt, S. pr, Compt. rend. 123, 1071 (1896); Z. anal. 
Chem. 38, 258 (1899). 


Glycogen. 
THIEULIN, R., J. pharm. chim. 21, 91 (1920); J. Chem. Soc. 118, ii, 338 (1920); 
C. A. 14, 2006 (1920). Uses KI-I solution. Reddish-brown coloration 
obtained. 


Gold. 


Sonstapt, E., Chem. News 26, 159 (1872). On the presence of gold in sea- 
water. Uses SnCl,. ' 

Carnot, A., Compt. rend. 97, 105, 169 (1883); J. Chem. Soc. 46, 115 (1884). 
Uses H;AsOu, FeCl;, and HCl and adds Zn. 

Rose, T. K., Chem. News 66, 271 (1892).’ Detection of gold in dilute solutions. 
Uses SnCly. ; 

Carnot, Berg- und Hiittenmann Z. 55, 215 (1896); J. Soc. Chem. Ind. 15, 674 
(1896). Uses H;AsO,, FeCl, HCl and Zn. 

Morr, J. Chem. Met. Mining Soc. South Africa, Sept., 1903. Method is based 
upon formation of purple of Cassius. 

CassEL, H. R., Eng. Mining J. 76, 661 (1903). Gold by decomposition of the 
cyanide by (1) KBrO; and conc. H2SO,, (2) KBr, Na,O. or K.Oz, and H2SO,, 
or (3) successive additions of strong NH,OH and conc. H2SO,. ° SnCl, 
finally added. 

Prister, A., J. Chem. Met. Mining Soc. South Africa, 4, 235, 455; J. Soc. 
Chem. Ind. 28, 207, 912 (1904). Uses SnCl.. 

Maxson, R. N., Z. anorg. Chem. 49, 172 (1906); Am. J. Sci. 21, 270; Chem. 

_ News 94, 257 (1906); J. Soc. Chem. Ind. 25, 562 (1906). Match the red 
colloidal solution formed when acetylene (aq. solution) is added to a solution 
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of gold chloride. Determinations made with solutions containing 0.00004 g. 
to 0.0008 g. Au. Maximum error 0.00006 g. 

Pozzi-Escor, E., Ann. chim. anal. 12, 90 (1907); J. Chem. Soc. 92, ii, 403 
(1907); J. Soc. Chem. Ind. 26, 645 (1907). Uses formic acid and phenyl- 
hydrazine hydrochloride. Bluish-violet color by transmitted light. 

Bette, W., Mining Eng. World. 83, 102; C. A. 5, 651 (1911). Estimating 
gold in cyanide solution. Uses a Zn-Cu couple to precipitate the Au. The 
couple is prepared by adding to the Au solution a measured quantity of strong 
cyanide solution containing some CuCN, and Zn. ‘The extra cyanide keeps 
ferrocyanide, etc., in solution. The solution is then heated, with stirring to 
keep the Zn-Cu couple in suspension, till the Au is precipitated and the proc- 
ess completed in about the usual way. 

BETTEL, W. Mining Eng. World 35, 987; C. A. 6, 842 (1912); cf. C. A. 5, 651. 
Colorimetric estimation of gold in cyanide solutions. 

SreMssENn, J. A., Chem.-Ztg. 36, 934 (1912). Uses metaphenylenediamine. 

Bropican, C. B., Met. Chem. Eng. 12, 460 (1914); C. A. 8, 2990 (1914). 
Colorimetric estimation of gold in cyanide solutions. Uses NaCN, 
Pb(NO3)2, Zn, and SnCl:. Gets purple color. 

PottarD, W. B., Analyst 44, 94 (1919); J. Chem. Soc. 116, ii, 201 (1919); 
C. A. 18, 1194 (1919); Chem. News 118, 162 (1919). o-Tolidine as a colori- 
metric test for gold. 0.1 per cent o-tolidine in 10 per cent HCl gives a bright 
yellow coloration with a solution containing 1 part Au per million. Color 
can just be detected as 1 part in 2 million. Ferric salts, ruthenium, osmic 
acid, and vanadic acid also give a yellow coloration with the reagent; the 
following do not: Al, Sb, Ba, Bi, Cd, Ca, Cr, Co, Cu (gives a green color), 
Ir, Pb, Mg, Hg, Mn, Ni, Pt, Rh, Na, Sr, Sn, U, Zn. Solution should be free 
from HNO, and reducing substances. 

SNELL, F. D., Colorimetric Analysis, p. 89, D. Van Nostrand Co., New York, 
1921. Determination of gold by Dowsett’s method. 

SNELL, F. D., ibid., p. 90, 1921. Determination of gold by Prister’s method. 

SNELL, F. D., ibid., p. 91, 1921. Determination of gold by Doring’s method. 

SNELL, F. D., ibid., p. 92, 1921. Determination of gold by Rose’s method. 

SNELL, F. D., ibid., p. 93, 1921. Determination of gold by Cassel’s method. 

SNELL, F. D., ibid., p. 93, 1921. Determination of gold by decomposition of 
the cyanide by KBr and Na.O,. 

SNELL, F. D., ibid., p. 94, 1921. Determination of gold by decomposition of 
the cyanide by ammonia. : 

SNELL, F. D., ibid., p. 94, 1921. Determination of gold by metaphenylene- 
diamine. 

Mutter, J. A. and Forx, A., Bull. soc. chim. [iv], 38, 717 (1922); J. Chem. Soc 
122, ii, 662 (1922); Analyst 47, 452 (1922); J. Soc. Chem. Ind. 41, 731 
(1922). The estimation of small quantities of gold as colloidal gold by th 
colorimetric method. 

Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 233, D. V 
Nostrand Co., New York, 1925. Uses (1) Prister’s method, (2) Cassel’ 
method, (3) Moir’s method. } ? 
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Helianthin. 
DeEuN, W. M., J. Am. Chem. Soc. 39, 1377 (1917). Colorimetric determination 
of the solubilities of helianthin and its salts. 


Hemoglobin. 


Hopre-SEYLIER, F., Z. physiol. Chem. 16, 505 (1892); J. Chem. Soc. 62, 1264 
(1892). 

ZANGEMEISTER, W., Z. Biol. 33, 72 (1896). 

HALDANE, J., J. Physiol. 26, 497 (1900-01). 

SAMNELY, F., Miinch. med. Wochschr. 57, 1545; C. A. 4, 2656 (1910). The 
application of the Autenrieth-Koenigsberger colorimeter as a Kerno-globinom- 
eter. Describes the technique in detail for estimating the hemoglobin con- 
tent of the blood. Gives diagrams showing the per cent of hemoglobin 
from 10-100 with the corresponding readings. 

Patm_ErR, W. W., J. Biol. Chem. 33, 119 (1918). Uses CO. Accuracy 1 per cent. 

BERCZELLER, L., Biochem. Z. 87, 23 (1918); J. Chem. Soc. 114, ii, 340; C. A. 
13925 (1919). The colorimetric estimation of hemoglobin as acid hetnatin: 

APPLETON, V. B., J. Biol. Chem. 34, 369 (1918). Determination of hemoglobin 
during infancy by the Palmer colorimetric and van Slyke gasometric methods. 

Newcomer, H. S., J. Biol. Chem. 37, 465 (1919). 

CoHEN, B. and Situ, A. H., J. Biol. Chem. 39, 489 (1919). Use HCl. Accu- 

rate to 1 per cent or less. 

KLEINER, I. S., J. Biol. Chem. 40, 153 (1920). 

RosscueEIt, F. S., J. Biol. Chem. 41, 209 (1920). A comparative study of 
hemoglobin determination by various methods. 

McE troy, W.S., J. Biol. Chem. 42, 297 (1920). A method for the determina- 
tion of methemoglobin and hemoglobin in blood. Uses K;Fe(CN)<. 

TERRILL, E. H., J. Biol. Chem. 53, 179 (1922); C. A. 16, 3493 (1922). On 
the colorimetric determination of hemoglobin with especial reference to the 
production of stable standards. 

Newcomer, H. S., J. Biol. Chem. 55, 569 (1923). A new optical instrument for 
the determination of hemoglobin. 

Oscoop, E. E., and Haskins, H. D., J. Biol. Chem. 57, 107 (1923). A new per- 
manent standard for estimation of hemoglobin by the acid hematin method. 
Ferric and chromic sulfates. 

Haskins, H. D., J. Biol. Chem. 57, 111 (1923). A new permanent standard 
for Sahli’s hemoglobinometer. Ferric and cobalt sulfates. 

UNDERHILL, F. P. and KArEri7z, S., Jr., J. Biol. Chem. 58, 147 (1923-24). The 
influence of hydrazine upon blood concentration and blood sugar content. 
Use the Cohen and Smith method. 4 

UNDERHILL, F. P. and WizEns, G., J. Biol. Cees 58, 153 (1923-24),; .Use the 
Cohen and Smith method. 

Kammerer, H. and Scuautin, A., Miinch. med. Wochschr. 71,, 1271 (1924); 
C. A. 20, 1250 (1926). Clinieal colorimetric determination of hemoglobin. 

OKEY, R. and Ross, E. I., J. Biol. Chem. 65, 165 (1925). Hemoglobin by Rob- 
scheit modification of the Cohen and Smith method. 
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CuLLEN, G. E., KrELer, H. R. and Rosinson, H. W., J. Biol. Chem. 66, 301 
(1925). 

LEBERMANN, F., Miinch. med. Wochschr. 72, 982; Chem. Zentr. 1925, II, 1199; 
C. A. 20, 3470 (1926). The utility of the Buerker colorimeter, with special 
reference to the determination of hemoglobin. 

KENNEDY, R. P., Am. J. Physiol. 78, 56 (1926); C. A. 20, 3475 (1926). The 
use of light filters in colorimetry with a method for the estimation of hemo- 
globin. 


Heroine. 


Miter, R., Am. J. Pharm. 87, 248 (1915); J. Chem. Soc. 108, ii, 602 (1915). 
Estimation of small quantities of heroine. Uses H:SO,and HCHO. Yellow to 
cherry-red color develops in 10 minutes. 

Mutter, Riv. farm.; Giorn. farm. chim. 66, 227 (1917); C. A. 12, 1333 (1918). 
Rapid method for determining small amounts of heroine. Uses dilute H,SO, 
and HCHO. 


Hexamethylenamine. 


Cotiins, R. J. and Hanzik, P. J., J. Biol. Chem. 25, 231 (1916). Use Congo 

red and methyl orange. 
Histamine. 

Koersster, K. K. and HAnxg, M. T., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 
41,1 (1920). Quantitative colorimetric determination of histidine and hista- 
mine in proteins and protein-containing matter. Based on method described 
in J. Biol. Chem. 10, 15 (1911-12). 

HANKE, M. T. and Kogesster, K. K., J. Biol. Chem. 48, 527, 543 (1920); C. A. 
14, 3687 (1920). Colorimetric estimation of histamine in protein and protein- 
containing matter. 

Hanke, M. T. and Koesster, K. K., J. Biol. Chem. 59, 879 (1924). 

Histidine. 

Weiss, M., Chem.-Ztg. 37, 1245 (1913); Analyst 38, 578 (1913). Method 
depends upon the formation of a red-colored substance when histidine com- 
bines with diazolized compounds. Reagents used: sulphanilic acid in HCl 
solution, 0.5 per cent NaNO; solution, 10 per cent NaOH solution. 

Weiss, M. and Sasorev, N., Biochem. Z. 58, 119 (1913); J. Chem. Soc. 106, ii, 
155 (1914); Z. anal. Chem. 54, 391 (1915). Use the Pauli diazo-reaction 
(diazobenzensulphonic acid). 

Koess ter, K. K. and HAnxg, M. T., Proc. Am. Soc. Biol. Chem., J. Biol. Chem 
41,1(1920). Quantitative coloeunaae determination of histidine and hista- 
mine in proteins and protein-containing matter. pines on egies described 
in J. Biol. Chem. 10, 15 (1911-12). 

Koesster, K. K. and Hanke, M. T., J. Biol: Chem. 59, 835 see 

Peterson, W. H., Frep, E. B. and DomocA, B. P., J. Biol: Chem, 63, 287 
(1925). The occurrence of amino acids and other organic nitrogen ¢ igs 
pounds in lake water. Histidine by Koessler-Hanke method, “~~ 
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Hanke, M. T., J. Biol. Chem. 66, 475 (1925). Histidine is precipitated as a 
silver complex and estimated colorimetrically. 

Hanke, M. T., J. Biol. Chem. 66, 489 (1925). The histidine and tyrosine con- 
tent of a number of proteins. Determinations on a number of proteins by 
method in J. Biol. Chem. 66, 475 (1925). 


Homogentisic Acid. 


Brices, A. P., J. Biol. Chem. 51, 453 (1922);'C. A. 16, 1791 (1922). A colori- 
metric method for the determination of homogentisic acid in urine. 


Humic Matter. 


EpEN, T., J. Agr. Sci. 14, 469 (1924); J. Chem. Soc. 126, ii, 796 (1924); Analyst 
49, 491 (1924). Colorimetric determination of humic matter in mineral soils. 


Humus. 
Atvay, F. J. and Pinckney, R. M., 25th Ann. Ryst. Nebr. Abr. Exptr. Std. 2; 
C. A. 7, 195 (1913). The photometric and colorimetric determination of 
humus. 


Hydrochloric Acid. 


Kast Le, J. H. and Amoss, H. L., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 3, 
xi (1907). A new reagent We the recognition and estimation of free hydro- 
chloric acid in gastric contents. Coloring matter of red cabbage. 

Detort, M. and Rorke, Compt. rend. soc. biol. 81, 646 (1918). Colorimetric 
scale for the quick evaluation of the free HCl of a given solution. 

SHout, A. T. and Kine, J. H., Johns Hopkins Hosp. Bull. 31, 158 (1920). 


Hydrogenlon. (See Clark: The Determination of Hydrogen Ions, for additional 
references prior to 1922.) 
McCLENDON, J. F., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 29, xxx (1917). 
New buffer mixtures, standard tubes, and colorimeter for determining the 
hydrogen ion concentration of sea water. Boric acid and NaCl. Thymol- 
sulfophthalein as indicator. 

Denis, W. and Minor, A. S., J. Biol. Chem. 37, 245 (1919). H-ion by method 
of Henderson and Palmer. 

Karr, W. G., with the cooperation of E. Totstot, J. Biol. Chem. 45, 289 (1920- 
21). Comparative metabolism of proteins of unlike composition. H-ion by 
Sérensen colorimeter method. 

FiskE, C. H., J. Biol. Chem. 49, 163 (1921). 

CriarK, W. M., The Determination of Hydrogen Ions, 2nd ed., Williams & 
Wilkins Co., Baltimore, 1922. This is the greatest work ever published on 
the determination of hydrogen ions. The hydrogen electrode, indicator, and 
supplementary methods are given in detail. The treatise also contains 
a bibliography of about 2000 references on electrometric and colorimetric 
hydrogen ion determinations. The references are listed alphabetically by 
authors and also indexed according to application. To avoid unnecessary 
duplication no reference found in Clark’s treatise has been included in the 
present bibliography, 
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Cutten, G. E., J. Biol. Chem. 52, 501 (1922). The colorimetric determination 
of the hydrogen ion concentration of blood plasma. Uses phenol red. 

VAN StyxkE, D. D., Austin, J. H. and Cutten, G. E., J. Biol. Chem. 53, 277 
(1922). Use phenol red for pH determination. 

STEHLE, R. L., BouRNE, W. and BArBour, H. G., J. Biol. Chem. 53, 341 (1922). 
Effects of ether anesthesia alone or preceded by morphine upon the alkali 
metabolism of the dog. Hydrogen ion concentration colorimetrically by 
method of Dale and Evans. 

Mepattia, L. S., J. Bact. 7 (1922). Further observations on the color 
standards for the colorimetric determination of H-ion' concentration. 

TIsDALL, F. S., J. Biol. Chem. 54, 35 (1922). #H by Cullen’s method. 

Starr, H. E., J. Biol. Chem. 54, 43 (1922). The determination of the hydrogen 
ion concentration of human mixed saliva. Dibromothymolsulfone- 
phthalein. 

McCtienpon, J. F., J. Biol. Chem. 54, 647 (1922). Chart for the conversion of 
colorimetric readings into hydrogen ion concentration. 

CuamBeErs, W. H., J. Biol. Chem. 55, 229 (1923). The hydrogen ion concen- 
tration of the blood in carcinoma. 1. From the colorimetric determination 
of the blood dialysate. 

Myers, V. C., Scumitz, H. W. and Boouer, L. E., J. Biol. Chem. 57, 209 
(1923). A micro colorimetric method of estimating the hydrogen ion con- 
centration of the blood. Adaptation of Cullen’s method. 

Kottuorr, I. M., Pharm. Weekblad 60, 949 (1923). Color determination of 
H-ion concentration by the methods of Michealis with one-color indicators. 

Hawkins, J. A., J. Biol. Chem. 57, 493 (1923). A micro method for the deter- 
mination of the hydrogen ion concentration of whole blood. Modified Cul- 
len’s method. 

CuLLeN, G. E. and Rosinson, H. W., J. Biol. Chem. 57, 533 (1923). The 
normal variations in plasma hydrogen ion concentration. Cullen’s colori- 
metric method. 

Fetty, A. R. and Murray, H. A., Jr., J. Biol. Chem. 57, 573 (1923). Cullen’s 
new colorimetric method for hydrion, etc. 

McCtenpvon, J. F., J. Biol. Chem. 59, 437 (1924). The determination of 
hydrogen ions in the gastric contents. 

Hunter, A. and DAuPHINEE, J. A., Proc. Roy. Soc. (London) 97, 209 (1924); 
Chem. Zentr. 872 (1925). Colorimetric pH change due to urease splitting 
of urea, and urea from arginase action on arginine. 

AusTIN, J. H. and Gram, H. C., J. Biol. Chem. 59, 535 (1924). pH by Cullen’s 
colorimetric method. 

CatpweELt, M. L., J. Biol. Chem. 59, 661 (1924). A study of the influence of 
the new sulfur-containing amino acid (Mueller) on the activity of pancreatic 
amylase. . Hydrogen ion concentration colorimetrically with Sérensen’s 
phosphate buffer mixture. 

SALVESEN, H. A., Hastinos, A. B. and McIntosu, J. F., J. Biol. Chem: 60, $i 
(1924): Blood changes and clinical symptoms following oral administratio 
of phosphates. pH by Cullen’ s method, 
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SALVESEN, H. A., Hastincs, A. B., and McInrosu, J. F., J. Biol. Chem. 60, 327 
(1924). The effect of the administration of calcium salts on the inorganic 
composition of the blood. pH by Cullen’s method. 

HeEnprix, B. M. and McAmts, A. J., J. Biol. Chem. 61, 45 (1924). Alkalosis 
produced by injections of hydrazine sulfate in dogs. pH by Cullen’s method. 

Hastines, A. B. and Senproy, J., Jr., J. Biol. Chem. 61, 695 (1924). The 
colorimetric determination of blood #H at body temperature without buffer 
standards. Use phenol red. 

Hirscu, E. F., J. Biol. Chem. 61, 795 (1924). Changes in the hydrogen ion 
concentration of the blood with coagulation. 

Austin, J. H., Cutten, G. E., Gram, H. C. and Rosinson, H. W., J. Biol. 
Chem. 61, 829 (1924). The blood electrolyte changes in ether acidosis. 
pH by Cullen’s method. 

SHouL, A. T. and McQuarrtm, I., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 
63, xii (1925). A method for the determination of the pH of cerebrospinal 
fluid. Use phenol red and compare with Sérensen’s phosphate standards or 
bicolorimetric standards of Hastings and Sendroy. 

Hamitton, B., J. Biol. Chem. 65, 101 (1925). A comparison of the concentra- 
tions of inorganic substances in serum and spinal fluid. pH by Hawkins’ 
method. 

Hastincs, A. B., Senprovy,. J., Jr. and Rosson, W., J. Biol. Chem. 65, 381 
(1925). The colorimetric determination of the pH of urine. Brom cresol 
green, brom cresol purple and phenol red. 

STERN, H. T., J. Biol. Chem. 65, 677 (1925). The colorimetric pH test of water 
or unbuffered solutions. Uses bromthymol blue and para-nitrophenol. 

Cutten, G. E., Kreter, H. R. and Roptnson, H. W., J. Biol. Chem. 66, 301 
(1925). The pK’ of the Henderson-Hasselbalch equation for hydrion con- 
centration of serum. pH by Cullen’s technique. 

McQvarrirg, I. and Suout, A. T., J. Biol. Chem. 66, 367 (1925). A colorimetric 
method for the determination of the ~H of cerebrospinal fluid. Use phenol 
red. 

Austin, J. H., Srapiz, W. C. and Rosinson, H. W., J. Biol. Chem. 66, 505 
(1925). The relation between colorimetric reading and true pH of serum 
or plasma. Show that there is considerable variation in the difference be- 
tween colorimetric and true ~H and outline method for correction. 

Lennox, W. G. with the assistance of M. O’Connor, J. Biol. Chem. 66,521 
(1925). Astudy of the retention of uric acid during fasting. pH by Cullen’s 
method. 

Stapie, W. C., Austin, J. H. and Rosinson, H. W., J. Biol. Chem. 66, 901 
(1925). The effect of temperature on the acid-base-protein equilibrium and 
its influence on the CO» absorption curve of whole blood, true and separated 
serum. H by Cullen’s method. 

Hotwerpa, B. J., Verslag. Landw. Onderzoek. Rijkslandbouwprolfsta. No. 30, 
220 (1925); C. A. 20, 245 (1926). The colorimetric determination of the 
acidity of cheese and whey. 

Myers, V. C. and Boouer, L. E., Proc. Soc. Exptl. Biol. Med. 22, 511 (1925); 
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C. A. 20, 3468 (1926). The use of the bicolorimeter for the estimation of the 
hydrogen ion concentration of urine. 

SHAxBy, J. H. and Jones, O. M., Proc. Physiol. Soc., J. Physiol. 61, xxvi (1926); 
C. A. 20, 3475 (1926). The colorimetric determination of hydrogen ion con- 
centration. 

Kaun, G. and Sroxss, J., Jr., J. Biol. Chem. 69, 75 (1926). The comparison 
of the electrometric and colorimetric methods for determination of the pH 
of gastric contents. 

Bennett, Mary A., J. Biol. Chem. 69, 697 (1926). A note on Cullen’s colori- 
metric method for the determination of the pH of blood plasma. 

Janxe, A. and Kropacsy, S., Biochem. Z. 174, 120 (1926); C. A. 21, 872 
(1927). 

McCtienpon, J. F., Russert, S. and Tracy, E., J. Biol. Chem. 70, 705 (1926). 
Use a modified Duboscq colorimeter and ortho-chrom-T or para-nitrophenol 
as indicators in the determination of the pH in blood plasma. 

Parsons, L. B. and Douctas, W. F., J. Bact. 12, 263 (1926); C. A. 21, 112 
(1927). The influence of sodium chloride on the colorimetric determination 
of pH. 

SHarp, P. F. and McInerney, T. J., J. Biol. Chem. 70, 729 (1926). pH of 
milk, whey, and cream. 

SCHLEGEL, J. W. and Steuser, A. H., Ind. Eng. Chem. 19, 631 (1927); C. A. 
21, 2109 (1927). Some sources of error in the colorimetric determination of 
pH values. 

RoskEE and MorGENSTERN, v., Chem.-Ztg. 51,302 (1927); C. A. 21, 2235 (1927). 
A simplified modification of the Tédt colorimetric method for determining the 
hydrogen-ion concentration in small quantities of highly colored or turbid 
solutions. 

Tavyior, W. A., “The A B C of Hydrogen Ion Control” (pamphlet), 4 ed., La- 
Motte Chemical Products Co., Baltimore, Md., 1928. 


Hydrogen Peroxide. 


Scuonn, Z. anal. Chem. 9, 41, 330 (1870). First to observe the yellow color 
produced by the action of H,O2 on molybdic and titanic acids. 

ScuOnE, E., Z. anal. Chem. 18, 154 (1879). 

Jackson, E., Chem. News 47, 157 (1883). H:O2 by TiOz in HCl or H2SO,. 
Suggests that the test may be made quantitative. 

CrismErR, L., Gaz. med. Liége 7, 77 (1888). Discovered the yellow color 
produced by the action of H,O. on a molybdate in acid solution. Did not 
know of Schénn’s discovery (1870) of the same reaction. 

Denicés, G., Compt. rend. 110, 1007 (1890); J. Chem. Soc. 68, 1185 (1890). 
Used Eohution of ammonium molybdate in concentrated eee _ Blue solu- 
tion obtained. 

CrisMER, L., Bull. soc. chim. [3], 6, 22 (1891); J. Chem. Soc. 62, 381 (1892). 

Ricwarpson, A., J. Chem. Soc. 63, 1110 (1893). Uses TiOs in HeSO.. 

PrLanes, P., J. pharm. chim. [vi], 20, 538 (1904); J. Chem. Soc. 88, ii, 199 (1905); 
J. Soc. Chem. Ind. 24, 45 (1905). Method based upon the — equa 
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tion: 2KI + H20, + H2SO, — K.SO; + 2H.,0 + I;. Color matched against 
a O.1N iodine solution. 

AMBERG, S., J. Biol. Chem. 1, 219 (1905-06). A method for the determination 
of hydrogen peroxide in milk. Uses titanium sulfate in H.SO, solution. 
Salicylic acid gives a similar color and hence must be absent. 

Roeat, A., Staz. sper. agrar. ital. 67, 569 (1914); Ann. chim. applicata 2, 341; 
C. A. 9, 772 (1914). A very sensitive test for hydrogen peroxide. Uses 
FeSO,, KCNS, and Et,0. Only small quantity of H.O. can be determined 
accurately. 

Quarraront, A., Gazz. chim. ital. 48, I, 102 (1918). C. A. 18, 1684 (1919); 
Chem. Zentr. 93, II, 728 (1922); Z. anal. Chem. 62, 469 (1923). Estimation 
of minute quantities of nitrites and hydrogen peroxide in presence of each 
other. Reagent—about 6 per cent KCNS solution to which 0.5 g. crystalline 
FeSO, in 2 cc. pure colorless HNO; + 2 cc. H:O has been added, and the 
mixture agitated, 2 cc. of the reagent are added to 25 cc. of the test solu- 
tions. Special tests are described for H,O, and HNO, when both are present. 

Horst, F. W., Chem.-Ztg. 45, 572 (1921); J. Chem. Soc. 120, ii, 461 (1921); 
J. Soc. Chem. Ind. 40, 507 (1921). Detection and estimation of traces of 
hydrogen-peroxide. H:202 reduced by FeSO, and the Fe2(SO.); determined 
by NH.CNS. 

_ SNELL, F. D., Colorimetric Analysis, p. 133, D. Van Nostrand Co., New York, 
1921. Determination of hydrogen peroxide by its oxidizing action on ferrous 
iron. 

Isaacs, M. L., J. Am. Chem. Soc. 44, 1662 (1922); C. A. 16, 3282 (1922); 
Analyst 47, 490 (1922); J. Soc. Chem. Ind. 41, 751A (1922). Yellow color 
produced by H,O2 and MoO; in citric acid solution. 


Hydrogen Sulfide. 

Fiscuer, E., Ber. 16, 2234 (1883). Calls attention to the possibility of using 
p-amino-dimethylaniline as a reagent for the detection of HS in exceedingly 
small quantities. This compound and HS in the presence of HCl and an 
oxidizing agent (FeCl;) react to form methylene blue. This is generally 
known as Lauth’s reaction [cf. Almy, J. Am. Chem. Soc. 47, 1382 (1925)]. 

Huysse, A. C., Chem. Zentr. 1894, ii, 108; from Nederl. Tydschr. Pharm. 6, 
167; J. Chem. Soc., 68, ii, 289 (1895). Method based upon formation of 
methylene blue. Uses p-amino-dimethylaniline hydrochloride and FeCl). 

WINKLER, L. W., Z. anal. Chem. 40, 772 (1901); Analyst 27, 104 (1902). The 
determination of small quantities of hydrogen sulfide in natural waters. 
Uses Na K tartrate, NaOH, and PbAc». 

AUTENRIETH, W. and Funk, A., Z. anal. Chem. 52, 137 (1913); C. A. 7, 3627 
(1913). Colorimetric methods for water analysis by the use of the Auten- 
rieth-Koenigsberger colorimeter. Details are given for the estimation of 
NH;, HNO:, HNOs, Fe, Pb, and H.S. 

WINELER, L. W., Z. anal. Chem. 52, 641 (1913); J. Soc. Chem. Ind. 32, 957 
(1913). Determination of hydrogen sulfide in potable water. Uses PbAcz. 
Colloidal suspension of PbS is formed. 
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MECKLENBURG, W. and ROSENKRANZER, F., Z. anorg. Chem. 86, 143 (1914); 
C. A. 8, 1938 (1914); J. Soc. Chem. Ind. 33, 352 (1914). Colorimetric esti- 
mation of small amounts of hydrogen sulfide. By action of FeCl; and 
dimethyl-p-phenylenediamine sulfate upon an aqueous solution of HS 
containing free HCl, methylene blue is formed. Under given conditions the 
intensity of the color developed is proportional to the amount of H2S present. 
Color stable for weeks. Define conditions necessary for the best results. 

ROSENKRANZER, F., Z. anorg. Chem. 87, 319 (1914). On the speed of solution of 
zinc blend and galena in dilute sulfuric acid. Use the method of Mecklen- 
burg and Rosenkrianzer, Z. anorg. Chem. 86, 143 (1914). 

SNELL, F. D., Colorimetric Analysis, p. 137, D. Van Nostrand Co., New York, 
1921. Determination of hydrogen sulfide by methylene blue. 

Heaty, F. H. and LEE, F. A., J. Am. Chem. Soc. 45, 1643 (1923); J. Soc. Chem. 
Ind. 42, 853A (1923). Errors in the determination of hydrogen sulfide. 
Suggest the use of p-amino-dimethylaniline, HCl and FeCl; in determining 
H.S in mineral waters but report no results obtained by this method. 

Amy, L. H., J. Am. Chem. Soc. 47, 1381 (1925). A method for the estimation 
of hydrogen sulfide in proteinaceous food products. Uses p-amino-dimethyl- 
aniline hydrochloride and FeCl;. ZnAc2 solution used to absorb the H:S. 


Hydrolysis. 
Tizarp, H. T., Proc. Chem. Soc. (London), Oct. 20, 1910; Chem. News 102, 
277 (1910). The hydrolysis of aniline salts measured colorimetrically. 
Harpinc, V. J. and MacLean, R. M., Proc. Am. Soc. Biol. Chem., J. Biol. 
Chem. 24, xv (1916). A comparison of the Sérensen, Van Slyke, and colori- 
metric methods for the estimation of protein hydrolysis. 


Hydroxylamine. 

SCHROEDER, H., Chem. News 109, 205 (1914); J. Chem. Soc. 106, ii, 486 (1914). 
The detection and estimation of hydroxylamine. Uses solid Na nitroprusside 
and NaOH. A characteristic magenta color develops. 

PucueEr, G. W. and Day, H. A., J. Am. Chem. Soc. 48, 672 (1926). A colori- 
metric method for the estimation of hydroxylamine. Method depends on 
the reaction of NH,OH with C,H;COCI and FeCl. 


Imidazole. 
Koesster, K. K. and Hanke, M. T., J. Biol. Chem. 39, 497 (1919). A micro- 
chemical colorimetric method for estimating imidazole derivatives. Use 
p-phenyldiazonium sulfonate. Z 
Hunter, G., Biochem. J. 19, 42 (1925). Commercial Congo red and methyl 
orange must be purified before use in colorimetric work. ' 
Lerrer, L., J. Biol. Chem. 64, 125 (1925). Use method of Koessler-Hanke. 


Indican. . 
AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 69, 689; C. A. 6, 
2088 (1912). The colorimetric method for determining glucose and indican 
in urine, as also the iron in the blood. bout 
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Erust, E., Deut. Z. Chirurgie 192, 330 (1925); Ber. ges. Physiol. exptl. Phar- 
makol, 34 (1926). Indican determination in blood and kidney insufficiency. 
Details of a colorimetric indican determination. 


Indigo. 
Koppescuaar, W. F., Z. anal. Chem. 38, 1 (1899). Determination of indigo 
blue and indigo red in natural and synthetic indigo. 


Indole. 

Herter, C. A. and Foster (Miss) M. L., J. Biol. Chem. 1, 257 (1905-06). 
A method for the quantitative determination of indole. Use $-naphtha- 
quinone-sodium-monosulfonate. Gives blue or green-blue color with faintly 
alkaline solution of indole. See J. Exptl. Med. 7, No. 1, 1905, for a description 
of the reaction. 

Herter, C. A. and Foster, (Miss) M.L., J. Biol. Chem, 2, 267 (1906). On 
the separation of indole from skatole and their quantitative determination, 
Use 6-naphthaquinone-sodium-monosulfonate for indole and Ehrlich’s alde- 
hyde reagent for skatole after separation. 

MarsHatt, W. E., J. Hyg. 7, 581 (1907); J. Chem. Soc. 92, ii, 995 (1907). The 
p-dimethylaminobenzaldehyde test for indole. Ehrlich’s test. M. states 
method lends itself to colorimetric estimations. 

“Mutter, C. W. and Taytor, A. E., J. Biol. Chem. 17, 531 (1914). Suggest that 
the reagent (30 g. ammonium molybdate and 25 cc. H2SO, dissolved in 1 liter 
of distilled water) might be developed to serve for the colorimetric estimation 
of the indole and phenol derivatives contained in urine. 

NELSON, V. E., J. Biol. Chem. 24, 527 (1916). Some color reactions for indole 
and skatole. Possibility of some quantitative methods. 

NE son, V. E., J. Biol. Chem. 24, 533 (1916). Indole in cheese. Uses sodium- 
naphtha-quinone-monosulfonate. 

BerGErm, O., J. Biol. Chem. 32, 17 (1917). The determination of fecal indole. 
Uses 6-naphthaquinone-sodium-monosulfonate and KOH. Blue color formed. 

ZoutER, H. F., J. Biol. Chem. 41, 25 (1920). Quantitative estimation of indole 
in biological media. Discusses several color reactions. 


Inulin. 
Oxey, R., J. Biol. Chem. 38, 33 (1919). Studies on the behavior of inulin in 
the animal body. Application of the Benedict method to the estimation of 
levulose and inulin. 


Iodine. 

SrruveE, H., Z. anal. Chem. 8, 230 (1869). Liberates iodine and dissolves it 
in CS2. 

BAUMANN, E. and Roos, E., Z. Physiol. Chem. 21, 489 (1895-96). Fuse sub- 
stance with NaOH (using a little NaNO; if much organic matter is present), 
dissolve melt in water, filter, acidify filtrate with H,SO., add NaNO:, shake 
out the liberated iodine with chloroform and compare the solution with 
standards, 
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Bourcet, P., Compt. rend. 128, 1120 (1899); J. Chem. Soc. 76, 516 (1899); 
J. Soc. Chem. Ind. 18, 613 (1899); Z. anal. Chem. 42, 115 (1903). Detection 
and colorimetric estimation of traces of iodine in organic matter. Iodine 
liberated by nitrous acid in the presence of CS». 

SEDELL, A., J. Biol. Chem. 3, 391 (1907); C. A. 2, 1251 (1908). Small amounts 
of iodine in organic matter determined by fusing latter with excess caustic 
alkali, dissolving and neutralizing, liberating iodine with HNO, and absorbing 
the iodine in CHCl;. Match against standard pink solutions of the dye 
Fuchsin S. 

Rices, L. W., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 6, xli (1909). The 
determination of iodine in protein combinations. Suggests improvements of 
Baumann’s process. 

SEWELL, A., J. Biol. Chem. 10, 95 (1911-12). Comparative investigation of 
Hunter, Baumann, and Riggs modification of Baumann’s method. 

Cameron, A. T., J. Biol. Chem. 18, 335 (1914). The distribution of iodine in 
plant and animal tissues. Considers accuracy and degree of sensibility of 
methods of Baumann (comparison with solution of known strength), Seidell 
(comparison with a standard solution of Fuchsin S), and Bourcet (addition 
of nitrite in presence of acid and CS; and colorimetric comparison). 

Krauss, R. B., J. Biol. Chem. 22, 151 (1915).. The determination of iodine in 
the presence of organic matter. Based upon the fact that palladous chloride 
when added in the cold to a dilute solution of iodide gives a deep brown color 
due to the formation of palladous iodide. A difference of 0.01 mg. iodine in 
100 cc. can easily be detected with the naked eye. Using a Duboscq colorim- 
eter the range is increased 1 to 100. 

Lewis, P. A. and Krauss, R. B., J. Biol. Chem. 22, 159 (1915). Further obser- 
vations on the presence of iodine in tuberculous tissues and in the thyroid 
gland. Use method given in J. Biol. Chem. 22, 151 (1915). 

Krauss, R. B., J. Biol. Chem. 24, 321 (1916). The electrolytic determination 
of iodine present in organic matter. Mentions colorimetric method [J. Biol. 
Chem. 22, 151 (1915)] and claims it is muchmoresensitivethantheelectrolytic. 

Bonn, R. M., J. Biol. Chem. 28, 375 (1916-17). The iodine content of food 
materials. Finds Krauss’ method [J. Biol. Chem. 22, 151 (1915)] unsatis- 
factory. 

Situ, G. E., J. Biol. Chem. 29, 215 (1917). Uses method of Hunter. 

Duster, J., Ann. fals. 16, 80 (1923); J. Chem. Soc. 124, ii, 332 (1923). Rapid 
estimation of total iodine in mineral waters containing sulfides. _Sulfides and 
organic matter oxidized by alkaline permanganate and halogens then liber- 
ated by acidifying with H,SO, and dissolved in CS.. Excess permanganate 
removed with H.O.. . 

FELLENBERG, T. v., Biochem. Z. 139, 400 (1923). 

McCLeEnpon, J. F., J. Biol. Chem. 60, 289 (1924). The determination of iodine 
in food, drink, and excreta. Extracts with CCl. Z . 

LANGE, N. A. and Warp, L. A., J. Am. Chem. Soc. 47, 1000 (1925); C. A. 19, 
1548. Determination of small amounts of iodine as iodide and iodate. Use 
H,0; and o-tolidine in alcohol. Bluish-green color obtained. 
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Yosuimatsv, S., Tohoku J. Exptl. Med. 8, 107 (1926). Determination of 
iodine in urine. ‘‘AglI dissolved in KCN soln. is reduced by means of 
Na.S with the production of a dark brown colored soln. which is estd. col- 
orimetrically. The method provides for the detn. of both Cl and I in the 
same sample of urine, and yields results which average within 3 per cent 
of the amts. actually present.” L. W. Riggs, C. A. 21, 1133 (1927). 


Iron. 
Osstan, H., Pharm. Centralblatt 1837, 205. Early mention of KCNS as a 
qualitative test for Fe. 
Hartine, P., J. prakt. Chem. 22, 51 (1841); cf. Carnelley, Chem. News 30, 259 
(1874). States that 1 part of Fe (as sulfate) produces a color in 300,000 parts 
of water containing ferrocyanide. 


HeERApPAtH, I. J., J. Chem. Soc. 5, 27 (1852). Uses KCNS. 


Davies, J., Chem. News 8, 163 (1863); Z. anal. Chem. 3, 370 (1864). Uses 
KCNS for Fe in waters. 


HERAPATH, W., Chem. News 8, 182 (1863). Note calling attention to the paper 
by T. J. Herapath, Chem. Gazz. 10, 172, who used KCNS for estimating iron 
and gave a method of procedure ‘‘very superior” to the one recommended by 
J. Davies, Chem. News 8, 163 (1863), who also uses KCNS. 


RueEteck, H., Dingler’s polytech. J. 201, 467 (1871). Uses ferrocyanide for 
Fe in liquids employed in dye works. 

BorrceEr, R., Chem. Zentr. 1874, 407; J. Chem. Soc. 27, 1101 (1874). Detec- 
tion of iron in nickel salts. Uses KCNS. 

Morrett, T. T., Am. Chemist 4, 287 (1874); Z. anal. Chem. 14, 390 (1875). 
An approximate method based upon the liberation of I from KI by FeCl. 
Resulting iodine solution matched against standard solutions. 

Miter, A., Pogg. Ann. Ergiinzungs-b. 6, 123 (1874). Found that an elevation 
of 30° increased the color intensity of a FeCl; solution from 1 to 1.4 or 1.5. 
Miter, A., Pogg. Ann. Erginzungs-b. 6, 262 (1874). Effect of HAc and HCl 
on FeCl; solutions. Both acids increase the intensity of FeCl; solutions. 

Increase due to HAc is only about 1/10 of that due to HCl. 

CARNELLEY, T., Chem. News 30, 257 (1874); J. Chem. Soc. 28, 285 (1875). 
Uses K4Fe(CN). for Fe in waters. Will detect 1 ede of Fe in 13,000,000 
parts of water. 

* Vocet, A., N. Rep. Pharm. 25, 180 and Chem. Zentr. 1876, 375. On the deli- 
cacy of aha salicylic acid test for Fe. 

PAGLIANI, S., Gazz. chim. ital. 9, 23; J. Chem. Soc. 36, 748 (1879). Makes a 
quantitative study of the effects of H:SO., HNOs, and HCl on the delicacy 
of the salicylic acid test for Fe. 

Suitu, E. F., Proc. Am. Phil. Soc. 18, 214 (1880). On the delicacy of the KCNS 
and salicylic acid tests for Fe. Salicylic acid is a “decidedly good reagent for 
iron in the presence of an excess of copper.” It is more delicate than thio- 
cyanate in such cases. 

Wacner, A., Z. anal. Chem. 20, 349 (1881); Chem. News 45, 35 (1882). On 
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the delicacy of the SEO us thiocyanate, and tannic tests for Fe and the 
ferrocyanide, ammonia, and K xanthogenate tests for Cu. 


WERNER, H., Z. anal. Chem. 22, 44 (1883); J. Chem. Soc. 44, 510 (1883). Uses 
thiocyanate. 


Sinton, A. J., Chem. News 49, 234 (1884). Brief note on the reducing action 
of thiocyanate. 


Tuomson, A., Chem. News 51, 259 (1885); Proc. Chem. Soc. May 21, 1885; 
J. Chem. Soc. 47, 493 (1885). Uses thiocyanate. Ag and Cu and in some 
cases Co, are the only common metals that interfere. Clowes pointed out 
the necessity of having the amount of acid constant and that HgCl, 
especially must be avoided. 


VENABLE, F. P., J. Anal. Chem. 1, 312 (1887); Chem. Zentr. 1887, i, 185. A 
qualitative test for Fe : Co(NOs)3 in concentrated HCl gives a blue solution 
which turns green when Fe is added. 0.00003 g. of a ferric salt will produce 
a distinct green color. 


TATLocK, R. R., J. Soc. Chem. Ind. 6, 276, 352 (1887); in condensed form in 
Analyst 12, 160 (1887). On the determination of minute proportions of iron, 
with special reference to alum and sulphate of alumina. Uses NH,CNS. 
Extracts the ferric thiocyanate by ether and compares the color with etherial 
layers of the same volume and thickness containing known amounts ‘of Fe. 
Based on the observation of Natanson [Ann. 130, 246 (1864)] that the reaction 
is more sensitive when ether is employed as solvent. 

CompBrs, A., Compt. rend. 105, 868 (1887). J. Chem. Soc. 54, 128 (1888). 
Metallic derivatives of acetylacetone. 

SABANEJEFF and Kistakowsky, Chem. Zentr. 1888, 84; Pharm. Ztg. Russ. 26, 
776; J. Chem. Soc. 54, 757 (1888). Use (NH,)2S for Fe in waters. 

Buount, B., Chem. News 58, 195 (1888); see also J. Anal. Chem. 3, 75 (1889). 
Blount says use of Co indicator (J. Anal. Chem. 1, 312; 2, 4, 169) for Fe 
seems needless, since strong HCl gives yellow FeCl. 

BELL, J. C., J. Soc. Chem. Ind. 8, 175 (1889); J. Chem. Soc. 58, 419 (1890). 
Uses ferrocyanide for Fe in waters. 

Jottes, A. F., Chem.-Ztg. Rep. 13, 8; see also J. Anal. Chem. 3, 84 (1889); 
Z. anal. Chem. 38, Part 3. Uses NH,CNS for Fe in mineral and river waters. 

Kriss, G. and Morant, H., Ber. 22, 2061 (1889); J. Chem. Soc. 56, ii, 1129 
(1889). Double chideyanates of iron and potassium. 

LapicquE, L., Bull. soc. chim. [3], 2, 295 (1889); J. Chem. Soc. 58, 297 (1890). 
atimnation. of iron in blood. Bees NH,CNS. 

LapicquE, L., Compt. rend. soc. biol. 1890, 669; J. Chem. Soc. 62, 240 (1892). : 
Uses alka thiocyanate for Fe in blood. 

-Rrav, J., Bull. soc. chim. [3], 6, 996 (1891); J. Chem. Soc. 62, 1132 (1892); 
J. Soc. Chem. Ind. 11, 269 (1892). Presents numerous results on the deter 
mination of Fe in blood by the thiocyanate, acetate, and alkali tartrat 
methods which prove the methods inaccurate. 

Macnanini, G., Z. phys. Chem. 8, 1 (1891). On the reachion between ferri 
salts and solutions of thiocyanates. 
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VERNON, H. M., Chem. News 66, 177, 191, 202, 214 (1892). On the reactions 
of ferric salts with thiocyanates. 

ScuuzE, H., Chem.-Ztg. 17, 2 (1893); J. Chem. Soc. 64, ii, 438 (1893); J. Soc. 
Chem. Ind. 12, 949 (1893). Points out necessity of having an excess of a 
mineral acid in the thiocyanate method for Fe. 

Riwav, J., Bull. soc. chim. [3], 7, 199; J. Chem. Soc. 64, ii, 50 (1893). Uses 
thiocyanate. 

Giapstong, J. H., Chem. News 67, 1 (1893). On the reactions of ferric salts 
with thiocyanates. Studies the effects of concentration, presence of other 
radicals, and of temperature changes. 

GrrHarD, F., Arch. Pharm. 230, 705; Chem. Zentr. 1893, i, 366; J. Soc. Chem. 
Ind. 13, 546 (1894). Uses tannin for Fe in waters. 

ZEGA, A., Chem.-Ztg. 17, 1564; J. Chem. Soc. 66, ii, 215 (1894); Z. anal. Chem. 
39, 730 (1900). Uses KCNS for Fe in waters. 

Keter, H. von and Luncg, G., Z. angew. Chem. 1894, 670. Have improved 
Tatlock’s method [J. Soc. Chem. Ind. 6, 276, 352 (1887)] and given it a some- 
what wider scope. 

Buppen, E. R. and Harpy, H., Analyst 19, 169; J. Chem. Soc. 66, ii, 481 (1894). 
Colorimetric estimation of minute quantities of lead, copper, tin, and iron. 
See the abstract of this paper given under Copper. 

Griccr, G., Z. anal. Chem. 34, 450 (1895); from Boll. chim. farm. through Z. 
-allgem. oesterr. Apoth-Ver. 47, 863; J. Chem. Soc. 68, ii, 534 (1895). Detec- 
tion of iron in commercial copper sulfate. Uses an ethereal sdlution of 
salicylic acid. 

LuncE, G., Z. angew. Chem. 1896, 3; J. Chem. Soc. 70, ii, 392 (1896). Uses 
KCNS for estimation of Fe in commercial Al;(SO.)s. 

BoRNTRAGER, A., Chem.-Ztg. 20, 398 (1896); J. Chem. Soc. 72, ii, 233 (1897); 
J. Soc. Chem. Ind. 15, 562 (1896). Uses KCNS for Fe in the ash of wines 
and beers. 

Konic, F. J., Chem.-Ztg. 21, 599 (1897); J. Chem. Soc. 74, ii, 313 (1898); J. Soc. 
Chem. Ind. 16, 936 (1897). 

EwERS, E., Chem. Zentr. 1898, ii, 605; Apoth. Ztg. 13, 536; J. Chem. Soc. 76, 
ii, 252 (1899). Uses KCNS. Rejects KsFe(CN).« method. 

SEYDA, A., Chem.-Ztg. 22, 1085 (1898); J. Chem. Soc. 76, ii, 341 (1899); J. Soc. 
Chem. Ind. 18, 177 (1899); Analyst 24, 51 (1899). Uses KCNS for Fe in 
waters. . 

LEY, H., Z. phys. Chem. 30, 193 (1899). Studies on the hydrolytic dissociation 
of salt solutions. Studies on thiocyanates, Fe(CNS)s, etc. 

JRBAIN, G, and DEpiernE, A., Compt. rend. 129, 302 (1899); J. Chem. Soc. 76, 
i, 789 (1899). Metallic derivatives of acetylacetone. 

ROSENHEIM, A. and Coun, R., Z. anorg. Chem. 27, 280 (1901). . The ferric 

thiocyanate reaction. Various double salts of thiocyanate. 

CHAER, E., Arch. Pharm. 239, 257, 340 (1901). Researches on the color of 
solutions of iron salts. 

tzscu, A. and Descn, C. H., Ann. 323, 1 (1902); J. Chem. Soc. 82, i, 708 
(1902). Colored organic ferric compounds, 
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Donnaw, F. G. and Bassett, H., Jr., J. Chem. Soc. 81, 955 (1902). Color pro- 
duced by FeCl; in HCl solution. Color is due to a complex anion. 

Hinps, J. I. D. and Cuttum, M. L., J. Am. Chem. Soc. 24, 848 (1902). Use 
KuFe(CN)6. 

WINKLER, L. W., Z. anal. Chem. 41, 550 (1902); J. Chem. Soc. 84, ii, 108 (1903). 
Uses (NH,).S for Fe in waters. 

Putsirer, H. B., J. Am. Chem. Soc. 26, 967 (1904); J. Soc. Chem. Ind. 23, 913 
(1904). The estimation of small amounts of ferric iron by acetylacetone. 
Especially applied to water analysis. Method based upon the fact that ace- 
tylacetone, CH;-CO-CH:-CO°CH:, gives an intense red coloration with 
ferric salts. 

OrruM, H. P. T., Z. anal. Chem. 43, 147 (1904); J. Chem. Soc. 86, ii, 449 (1904). 
Colorimetric cctiinat ion of iron in blood by Meisling’s univer colorimeter. 
Uses thiocyanate or ferrocyanide method. 

Jortes, A., Z. anal. Chem. 48, 537 (1904). Colorimetric determination of iron 
in the blood. 

LEATHER, J. W., J. Soc. Chem. Ind. 24, 385 (1905). Uses KiFe(CN).5 and 
KCNS or NH,CNS methods. 

Marriorr, W. McK. and Wotr, C. G. L., J. Biol. Chem. 1, 451 (1905-6). Use 
alkaline NH.CNS. 

Mouneyrat, A., Compt. rend. 142, 1049, 1572 (1906); J. Chem. Soc. 90, ii, 
495 (1906); J. Soc. Chem. Ind. 25, 562 (1906). Detection and estimation of 
minute quantities of iron. H.S passed into the ammoniacal solution. 

Stoxes, H. N. and Cam, J. R., J. Am. Chem. Soc. 29, 409 (1907). On the col- 
orimetric determination of iron with special reference to chemical reagents. 

Grecory, A. W., Proc. Chem. Soc. 23, 263 (1907); C. A. 2, 971 (1908); see J. 
Chem. Soc. 93, 93 (1908). A colorimetric method for the determination of 
small percentages of iron in copper alloys. Uses salicylic acid. Depth of the 
red color produced is increased by using a solution of salicylic acid in HAc 
and by carrying out reaction in the presence of NaAc. Blue color due to Cu 
removed with KCN. Pb must be removed as PbSO.. Zn and Sb do not 
interfere. 

Crurz, O., Chem.-Ztg. 31, 570; C. A. 2, 242 (1908). A new test for iron. 
Add a few drops of protocatechnic acid to slightly acidify the solution and then 
a slight excess 1N Na.CO;. Red coloration due to formation of a complex 
salt of protocatechuic acid proves the presence of iron. If a colored precipi- 
tate forms, filter, and observe the color of the filtrate. HgCle, HsPOu,, As, 
and many organic acids do not interfere with the delicacy of the test. In 
strong acid or strong alkaline solution no color is produced. r 7 

Grecory, A. W., J. Chem. Soc. 93, 93 (1908). A colorimetric method for the 
eramatien of small percentages of iron in copper alloys, States that 
1 part of Ie in 10,000 parts of Cu may be detected by the red color given by 
ferric salts with salicylic acid in the presence of NaAc. 

MELLor, J. W., Trans. Ceram. Soc. England 8, 125 (1908-09); J. Soc. Chem. 
Ind. 29, 426 (1910): C. A. 4, 1440 (1910). Determination of small amounts 
of iron in clays. Tried (NH,) 25, H.S in sodium pyrophosphate solution, 
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K,Fe(CN)., tannin, salicylic acid, and ferric acetylacetonate methods and 
finally adopted the thiocyanate method. 

Kuut, H., Mitteilungen aus der K6niglichen priifungs anstalt fiir Wasserver- 
sorgung und Abwisscrbeseitigung 12, 174; though Chem. Zentr. 1909, II, 
1076; C. A. 5, 746 (1911); Z. anal. Chem. 50, 725 (1911). The quantitative 
determination of iron in water. Uses KCNS in preference to K,Fe(CN)«. 

MEYERFELD, J., Chem.-Ztg. 34, 848; C. A. 4, 3178 (1910). Pyrogallol dimethy] 
ether, a sensitive reagent for chromic acid, ferric salts and nitrous acid. 

Wo ter, O., Biochem. Z. 24, 108 (1910). The determination of iron in urine. 

Cuarnass, D., Biochem. Z. 25, 333 (1910). Determination of iron in blood. 
Uses NH,CNS. 

Lacus, H. and FrmpENTHAL, H., Biochem. Z. 32, 130; C. A. 5, 2380 (1911); 
J. Soc. Chem. Ind. 30, 651 (1911); Z. anal. Chem. 51, 714 (1912). The iron 
content of cow’s milk. Use KCNS. 

GUERBET, Compt. rend. soc. biol. 70, 848 (1911); C. A. 5, 2608 (1911). New 
method for the determination of ferric salts in the presence of ferrous salts 
and organic matter. Uses 5 cc. of the test solution, 1 cc. H2SO,(1 : 3), 1 ce. 
50 per cent NH.SCN, and 25 cc. anhydrous ether. The ferric salt is taken 
up by the ether. 

Eastick, J. J., Ocitvie, J. P. and LinpFierp, J. H., Intern. Sugar J. 14, 428 
(1912); J. Chem. Soc. 104, ii, 156 (1913). Estimation of traces of iron in 

_ cane and beet sugar factory and refinery products. Use (NH,4)0S. 

SLAWIK, P., Chem.-Ztg. 36, 54 (1912); C. A. 6, 1113 (1912). Dimethylglyoxime 
as a sensitive reagent for ferrous salts. Claimed to be most sensitive reagent 
known for Fet+. No data are given. 

Norrsoun, F. E. and Wetszwance, W., Z. Nahr. Genussm. 23, 514 (1912); 
C. A. 6, 2960 (1912). Method for the determination of iron in milk. Use 
NH.CNS. 

Maver, O., Chem.-Zig. 36, 552 (1912); J. Chem. Soc. 102, ii, 809 (1912); 
Z. anal. Chem. 52, 392 (1913). The estimation of iron in water. Uses 
KCNS or NH,CNS. i 

Scuarrrer, J. A., J. Ind. Eng. Chem. 4, 659 (1912); C. A. 7, 1462 (1913); 
Z. anal. Chem. 58, 225 (1919). The colorimetric determination of iron in lead 
and its oxides. Uses NHsSCN. A modification of Thomson’s method, 
J. Chem. Soc. 47, 493 (1885). 

AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 59, 689; C. A. 6, 
2088 (1912). Use KCNS for determining Fe in blood. , 

Lisct, F., Ann. inst. med. nacional, 10, 269; C. A. 6, 663 (1912). Uses. KCNS. 

Mayer, O., Mon. sci. 3, I, 81 (1913); J. Chem. Soc. 104, ii, 626 (1913); J. Soc. 

_ Chem. Ind. 32, 209 (1913). Uses KCNS for the determination of Fe in water. 

Hewrirt, J. T. and Mann, G. R., Proc. Chem. Soc. Feb. 6, 1913; Chem. News 
107, 93 (1913). 

AutenrtieTH, W. and Funk, A., Z. anal. Chem. 62, 137 (1913); C. A. 7, 3627 

- (1913). Colorimetric methods for water analysis by the use of the Auten- 

 rieth-Koenigsberger colorimeter. Details are given for the estimation of 
NH;, HNO:, HNO;, Fe, Pb, and H.S. 
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Puiiip, J. C. and Bramiery, A., Chem. News 107, 226 (1913). Proc. Chem. 
Soc. April 3, 1913. The reaction between ferric salts and thiocyanates. 


Tassitty, E., Bull. soc. chim. 18, 34 (1913); Analyst 38, 174 (1913). Uses 
KCNS for the determination of Fe in water. 

Evers, N., Analyst 38, 447 (1913). Uses KCNS for the determination of Fe in 
pharmaceutical preparations. 

TscuuGaErF, L. and OrELxIn, B., Z. anorg. Chem. 89, 401 (1914); J. Russ. 
Phys. Chem. Soc. 46, 1874 (1914); C. A. 9, 1442 (1915); Z. anal. Chem. 54, 
376 (1915). A sensitive iron reaction and a method for the colorimetric 
estimation of iron. Fe+++ with dioximes gives a red compound. Fe*tt 
reduced with NsH,-H.SO, in excess. Can detect with safety 6 X 10° g. Fe 
in 1 cc. Large amounts Zn and Al interfere. 

GortueE, F., Z. Nahr. Genussm. 27, 676 (1914); J. Chem. Soc. 106, ii, 581, (1914); 
J. Soc. Chem. {nd. 38, 661 (1914). Uses KCNS for the determination of Fe 
in water. 

Maver, O., Pharm. Z. 59, 422 (1914); J. Chem. Soc. 106, ii, 581 (1914). Uses 
KCNS. 

Htrrner, C., Z. anorg. Chem. 86, 341 (1914); J. Soc. Chem. Ind. 33, 614 (1914); 
Z. anal, Chem. 54, 471 (1915). Matches HCl solutions of the chlorides of 
Co, Ni, Fe, and Cu. C. A. 8, 2540 (1914) gives a long abstract of the paper. 

Wut, B. S., J. Ind. Eng. Chem. 7, 1035 (1915); C. A. 10, 434 (1916); J. Soc.. 
Chem. Ind. 35, 144 (1916). A colorimetric method for the determination of 
copper and iron in pig lead, lead oxides, and lead carbonate. Uses NHiCNS 
for Fe. 

Eck, P. N. van, Pharm. Weekblad 63, 1570 (1916); C. A. 11, 431 (1917). Uses 
KCNS. 

Dovey, E. R., Analyst 43, 31 (1918); C. A. 12, 658 (1918); Z. anal. Chem. 67, 
461 (1925- ~26). Uses thincyanate 

Harvey, A., J. Soc. Leather Trades’ Chem. 2, 37 (1918); J. Chem. Soc. 114, ii, 
243 (1918). Uses K,Fe(CN). for the determination of Fe in lactic acid. 

Berman, L., J. Biol. Chem. 35, 231 (1918). Uses NHiCNS and acetone for the 

determination of Fe in blood. 

Hostetter, J. C., J. Am. Chem. Soc. 41, 1531 (1919); C. A. 18, 2828 (1919). 
Hydrochloric acid color method for determining iron. See also C. Hiittner, 
Z. anorg. Chem. 86, 341 (1914), on colorimetric determination of Co, Ni, Fe, 
and Cu. 

NymaN, E., Can. Chem. J. 3, 298 (1919); C. A. 18, 2829 (1919); J. Soc. Chem. 
Ind. 38, 829A (1919). Determination of iron in battery acid by the ferric 
thiocyanate color. 

Martutev, L., Bull. assocn. chim.sucr.dist. 87, 205 (1919); C. A. 14, 3033 (1920); ; 
Jasoc: Ghem, Ind. 39, 431A (1920). Uses KCNS. 

Harpy, C. R., Chem. News 120, 256 (1920); J. Chem. Soc. 118, ii, 510 (1920). 
Ouirratiric method for the estimation of the copper and iron present in lea ' 
and lead oxides. Uses K,Fe(CN). for Cu and NH,CNS for Fe. 

WitsrArrer, R., Ber. 63 [B], 1152 (1920); J. Chem. Soc. 118, ii, 559 (1920) 
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J. Soc. Chem. Ind. 39, 585A (1920); Z. anal. Chem. 62, 368 (1923); ibid., 67, 
461 (1925). Uses NH,CNS. 

MATEJKA, J., Chem. Listy 15, 8 (1921); C. A. 15, 2048 (1921); J. Chem. Soc. 
120, ii, 658 (1921). Uses NH,CNS for the determination of Fe in silicates. 

Marutevu, L., Ann. chim. anal. 3, 106 (1921); J. Chem. Soc. 120, ii, 415 (1921); 
J. Soc. Chem. Ind. 40, 363A (1921). Uses KCNS for the determination of 
Fe in wines. 

Marutev, L., Ann. fals. 14, 203 (1921); J. Chem. Soc. 120, ii, 561 (1921); J. Soc. 
Chem. Ind. 40, 363A (1921). Uses thiocyanate. 

MAQUuENnE, L., Bull. soc. chim. 29, 585 (1921); C. A. 15,3429 (1921); J. Soc. 
Chem. Ind. 40, 640A (1921). Uses K4Fe(CN)<. 

SNELL, F. D., Colorimetric Analysis, p. 31, D. Van Nostrand Co., New York, 
1921. Determination of iron by KCNS. 

SNELL, F. D., ibid., p. 35, 1921. Determination of iron as the chloride in con- 
centrated HCl. 

SNELL, F. D., ibid., p. 36, 1921. Determination of iron by K,Fe (CN).. 

SNELL, F. D., zbid., p. 37, 1921. Determination of iron by salicylic acid. 

SNELL, F. D., zbid., p. 39, 1921. Determination of iron as the sulfide. 

SNELL, F. D., ibid., p. 41, 1921. Determination of iron by acetylacetone. 

SNELL, F. D., zbid., p. 42, 1921. Determination of iron by dimethylglyoxime. 

Brown, A. L., J. Am. Chem. Soc. 44, 423 (1922); C. A. 16, 1600 (1922); Z. anal. 
Chem. 638, 204 (1923). Uses KCNS for the determination of Fe in blood. 

Won, S. Y., J. Biol. Chem. 55, 421 (1923); C. A. 17, 2295 (1923). Uses KCNS 
or NH.CNS for the determination of Fe in blood. 

Licutin, A., Am. J. Pharm. 96, 361 (1924); C. A. 18, 2047 (1924). Uses 
thiocyanate for the determination of Fe in spinach. 

DesE6, D. v., Biochem. Z. 146, 323 (1924); J. Soc. Chem. Ind. 48, B619 (1924). 

Herneicus, H. and Herrricu, M., Glastech. Ber. 2, 112 (1924); Chimie & 
industrie 14, 696 (1925); C. A. 20, 561 (1926). Error introduced by the 
presence of bismuth in the colorimetric determination of iron in minimum: 
colorimetric method for its determination. Use NH:CNS. 

Nicuots, M. L. and Cooper, S. R., J. Am. Chem. Soc. 47, 1268 (1925). C. A. 19, 
1833 (1925). New qualitative tests for copper, iron, and cobalt. A saturated 
solution of dinitrosoresorcinol will detect as little as 0.004 mg. of Cu and 
somewhat less Fe and Co in 1 cc. of neutral solution. 

Watker, W. B., Analyst 60, 278 (1925); J. Soc. Chem. Ind. 44, B573 (1925); 
Z. anal. Chem. 67, 462 (1925-26). ‘‘The thiocyanate and ferrocyanide.meth- 
ods for the colorimetric detn. of small quantities of Fe were studied and 
modified slightly. For the oxidation of Fe, HNO; contg. HNO: is desirable 
but all HNO, should be removed before applying the colorimetric tests. In 
the thiocyanate method this is best accomplished by adding a little H.O2 
but in the ferrocyanide method, boiling for a short time is recommended. The 
thiocyanate process is generally preferable but is unsatisfactory in the presence 

of Ag, Hg, Co, H;PO., H2C.0,, and HF. Oxalates and fluorides must be 
removed in both methods but H;PO, does no harm in the ferrocyanide 
method. The results of about 40 analyses, mostly of food products, are given 
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with Fe varying from 0 to 11 parts per 100,000. Good agreement was 
obtained when both methods were used.”” W. T. H., C. A. 19, 2613 (1925). 
Hopkins, E. S., Ind. Eng. Chem. 17, 832 (1925). “The colorimetric value of 
Co platinic standards as given in Standard Methods of Water Analysis 
(Am. Pub. Health Assocn.) should be regarded as merely approximations and 
these solns. should be compared with actual Fe colors to obtain the true 
values.” W.T.H., C. A. 19, 2618 (1925). ; 


Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 261 and 262. 
D. Van Nostrand Co., New York, 1925. Uses the thiocyanate and salicylic 
acid methods. 


Standard Methods for the Examination of Water and Sewage, 6 ed., pp. 46-49, 
American Public Health Association, New York, 1925. Uses KCNS (or 
NH,CNS) for Fe+++ and K;Fe(CN). for Fett. 


Van Urk, H. W., Pharm. Weekblad 63, 1101 (1926); C. A. 20, 3661 (1926). 
Uses KCNS and K4Fe(CN). methods. 


Van Urx, H. W., Pharm. Weekblad 63, 1121 (1926); C. A. 20, 3661 (1926). 
Uses pyramidone. 

FowwEATHER, F. S., Biochem. J. 20, 93 (1926); C. A. 20, 2172 (1926). Uses 
NH,CNS for the determination of Fe in blood, tissues, and urine. 

Smiru, H. L. and Cooke, J. H., Analyst 51, 503 (1926); C. A. 21, 874 (1927). 
Use NH,CNS. 

Mummery, W. R., Analyst 51, 512 (1926); C. A. 21, 1074 (1927).- Uses 
ferrocyanide. 

SAGAIDACHNUL, A. and Ravicu, M., J. Russ. Phys.-Chem. Soc. 58, 1018 (1926); 
CRAY 215223 e1927) ase salievie acid. 

BERNOUILLI, A. L., Helv. Chim. Acta. 9, 827 (1926); C. A. 21, 30 (1927). The 
sliding-gage colorimeter and the determination of minute quantities of 
ammonia, nitrite, lead, and iron. By means of this instrument it is possible 
to det. 0.002 mg. of Fe dissolved in 0.1 cc. with an accuracy of 0.4 of 1 per 
cent of the total amount present. 

ELvenjem, C. A. and Hart, E. B., J. Biol. Chem. 67, 49 (1926). Use KCNS for 
the determination of Fe in biological materials. 

Smirk, F. H., Biochem. J. 21, 36 (1927); C. A. 21, 2143 (1927). Micro- 
estimation of iron in blood. The blood proteins are oxidized by NH, persul- 
fate and HNOs, and the Fe then determined colorimetrically as thiocyanate 
in the presence of acetone, against an artificial color standard. 

LorseER, L., Biochem. Z. 181, 391 (1927); C. A. 21, 2237 (1927). Uses sulfo-_ 

salicylic acai in the presence of an excess of NHOH. 

Lyons, E., J. Am. Chem. Soc. 49, 1916 (1927). Uses thiog ae acid. Will 
detect on in dilutions up to 1 : 10,000,000 and is independent of the state 
of oxidation of the iron. Really a test for ferrous iron but the reagent 
promptly reduces any ferric iron to the ferrous state. 


Isobutyl Alcohol. 
RocquEs, X., Ann. chim. anal. 2, 221, 222; Analyst 22, 285 (1897). 
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Lactic Acid. 


RyFFEL, J. H., J. Physiol. 39, V (1909-10). A new method for the estimation 
of lactic acid in urine. Urine steam distilled with a little over 50 per cent 
H2SO, which converts the lactic acid quantitatively to acetaldehyde accord- 
ing to the equation: CH;-CHOH-COOH — CH;-CHO + H-COOH. Acid 
distillate made just alkaline, distilled, and Schiff’s reagents added to the 
distillate. 

Maver, M. E., J. Biol. Chem. 32, 71 (1917). The Schneyer method for the 
determination of lactic acid in urine. Ryffel’s method. 

PoLoNowskI, Compt. rend. soc. biol. 83, 475 (1920); J. pharm. chim. 21, 
449 (1920); J. Chem. Soc. 118, ii, 453 (1920); C. A. 14, 3434 (1920). Col- 
orimetric estimation of lactic acid in urine. Uses concentrated H.SO, and 
1 per cent codeine in alcohol. Yellow coloration obtained. 

MENDEL, B. and GoLpscHEIER, I., Klin. Wochschr. 4, 1502 (1925); Biochem. 
Z. 164, 163 (1925). A colorimetric micro-method for the quantitative esti- 
mation of lactic acid in blood. ‘‘The protein is removed from 1 cc. of oxal- 
ated blood with HPO;. Glucose is removed with CuSO, and Ca(OH)». 
The clear filtrate is heated with concd. H,SO, which converts lactic acid into 
CH;CHO. The addn. of veratrole gives a color whose intensity is directly 
proportional to the amt. of lactic acid originally present. Details are given.” 
Milton Hanke, C. A. 19, 3504 (1925). 

Morcutis, S. and Barkus, O., J. Biol. Chem. 65, 1 (1925), 


Lactose. 


AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 58, No. 32, 1911; 
Chem. Zentr. 1911, II, 1382; Analyst 36, 592 (1911). Colorimetric estima- 
tion of lactose in urine and in milk. 

Fo.tn, O. and Denis, W., J. Biol. Chem. 338, 521 (1918). The determination 
of lactose in milk. Use picric acid. Cf. Dehn and Hartman, J. Am. Chem. 
Soc. 36, 404 (1914). 

Pactint, A. J. P. and RusseEtt, D. W., J. Biol. Chem. 34, 505 (1918). A method 
for the colorimetric determination of lactose in milk, Based on the Lewis- 
Benedict method for sugar in blood. 

Bock, J., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 41, xiv (1920). Note on 
the colorimetric determination of lactose. Picric acid method. 

Owen, R. G. and Grece, R., J. Lab. Clin. Med. 6, 220 (1920-21); C. A. 15, 
1033 (1921); Analyst 46, 286 (1921). 

SyotteMA, B. and VAN DER ZANDE, J. E., J. Biol. Chem. 53, 513 (1922), On 
abnormal milk and on the influence of an aseptic udder inflammation on the 
composition of the milk. Lactose by Folin-Denis method. 

BrerMan, H. R. and Doan, F. J., J. Dairy Sci. 7, 381 (1924). Colorimetric 
picric acid method for determining lactose. A modification of the Folin and 
Denis method for removal of fat and protein. 


Lamp, Daylight. 
SmncLETON, W., Chem. News 124, 350 (1922); Analyst 47, 424 (1922). 
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Lead. 

Miter, W. A., J. Chem. Soc. 18, 129 (1865). Uses H.S for the determination 
of Pb in potable waters. 

Murr, M. M. P., Chem. News 33, 11 (1876). Uses HS. 

Biscuor, G., Z. anal. Chem. 18, 75 (1879). 

Harvey, S., Analyst 6, 146 (1881). Uses K.Cr.O; for the detection of Pb in 
potable waters. 

Auten, A. H., Analyst 9, 194 (1884). Notes on the estimation of lead in 
aérated waters. Uses H.S and confirms the presence of Pb by K2CrOx, 

Cooper, A. J., J. Soc. Chem. Ind. 5, 84 (1886). Note on the detection of metals 
in drinking water. Gives a table showing the delicacy of the following tests: 
K,4Fe(CN).«, NH.OH, and H.S tests for Cu; (NH,)2S for Zn; HS test for 
As; K.CrO, and HS tests for Pb. 

Harvey, S., Analyst 15, 68 (1890). Uses K2Cr20;. 

TeeD, F. L., Analyst 17, 142 (1892). The detection and estimation of minute 
quantities of lead in the presence of copper and iron. Uses (NH4)2S. Test 
solution made ammoniacal and (NH,).S added. If Cu likely to be present add 
KCN before adding (NH,)2S. 

Warincton, R., J. Soc. Chem. Ind. 12, 97, 222 (1893). On the detection and 
estimation of jee in tartaric and citric acids. Adds glycerol to give a clear 
PbS suspension when H.S is added. 

BuppEN, E. R. and Harpy, H., Analyst 19, 169 (1894); J. Chem. Soc. 66, ii, 481 
(1894). See the abstract of this paper given under Copper. 

BuppeEn, E. R. and Harpy, H., Analyst 21, 12 (1896). Note on the estimation 
of minute quantities of metals in liquids. Find the colorimetric methods 
preferable to electrolytic methods for testing beverages for metals when 
several are present. Metals tested: Cu, Pb, Hg. 

Lucas, M., Bull. soc. chim. 15, 39 (1896); J. Chem. Soc. 72, ii, 125 (1897); 
J. Soc. Chem. Ind. 15, 134 (1896). Method for determining very small 
amounts of Pb in alloys. Pb separated on anode as PbO,(0.3 ampere and 2 
volts) and the oxide dissolved in 1 cc. HNO; containing HNO: obtained by 
electrolysis of HNO;. Neutralize with NaOH, dilute to 50 cc. and add 5 drops 
of (NH,)2S. Compare the color with a standard containing same quantity 
of NaNO; and (NH,).S and different amounts of Pb(NOs)s. 

Lucas, M., J. pharm. chim. 3, 459 (1896); J. Soc. Chem. Ind. 15, 473 (1896). 
Found the sulfide method more sensitive than chromate or iodide methods, 
but affected by the presence of alkalies or neutral salts and varies 3 with lapse 
of time due to agglomeration of the particles. 

Berntrop, J. C., Chem.-Ztg. 20, 1020 (1896); Analyst 22, 110 (1897); ip, SOC; 
Chem. Ind. 16, 66 (1897). Detection and estimation of minute traces of lead 
in waters. Adds HS to the acidified solution of the sample. 

Liesricu, A., Chem.-Ztg. 22, 225 (1898); J. Chem. Soc. 76, ii, 58 (1899). Esti- 
mation of traces of lead in water. Concentrate one, or more, liters of water, 
acidify with HAc, precipitate with H,S, ignite the precipitate and convert into 
PbSO, by heating with a drop each of sulfuric and nitric acids. Filter and 
dissolve the PbSO, in a few cubic centimeters of 10 per cent aqueous KOH, 
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dilute to 20 cc., mix with 2 cc. of freshly prepared ammonium sulfide, and com- 
pare with that of standards of PbSO, in aqueous KOH solution. Standard 
should contain 1 mg. Pb per cubic centimeter. Measured amounts are diluted 
to 20 cc. 

BENNETT, C. T., Chemist and Druggist 64, 633, 815 (1904); Analyst 29, 195 
(1904); J. Soc. Chem. Ind. 28, 624 (1904). Estimation of lead in citric and 
tartaric acids, and in cream of tartar. Adds Na2S to an ammoniacal solution 
of the test substance. 

EGELING, C. G., Pharm. Weekblad 44, 338 (1907); J. Chem. Soc. 92, ii, 398 
(1907); Apoth.-Ztg. 22, 275. Colorimetric estimation of lead in drinking 
water. Review of existing methods and description of a K,CrO, method. 

Morrartt, M. R. and Spiro, H. S., Chem.-Ztg. 31, 639 (1907); J. Chem. Soc. 
92, ii, 653 (1907). Colorimetric estimation of lead in drinking water. 0.5-1 
cc. Hematin (0.5 g./l.) solution gives a blue coloration. One part of Pb in 
2 million parts of water can be recognized. Cu, Zn, and Fe should be absent. 

Woupstra, H. W., Z. anorg. Chem. 58, 168 (1908). On the accuracy of the 
colorimetric determination of lead. Some useful data on the colorimetric 
determination of Pb as PbS suspension. 

TatLock, R. R. and THomson, R. T., Analyst 33, 173 (1908). Lead in cream 
of tartar, tartaric acid, and citric acid. 

Kuan, Arbeiten aus dem Kaiserlichen Gesundheitsamte Berlin 23, p. 390; 
from H. W. Woudstra, Z. anorg. Chem. 58, 168 (1908). Rejects the PbS 
colorimetric method as inaccurate. 

Wixi, J. M., J. Soc. Chem. Ind. 28, 636 (1909); C. A. 8, 2280 (1909). Colori- 
metric determination of lead in the presence of iron with some notes on the 
preparation of lead-free reagents by co-precipitation with ferric hydroxide. 
Alkaline sulfide method used. 

Harcourt, A. G. V., J. Chem. Soc. 97, 841 (1910); J. Soc. Chem. Ind. 29, 651 
(1910). Adds sugar to prevent precipitation and then adds H.S. 

ScHERINGA, K., Pharm. Weekblad 47, 1212 (1910); J. Chem. Soc. 98, ii, 1112 
(1910). Colorimetric estimation of lead in potable water. Uses K2CrO.. 

Knapp, A. W., J. Soc. Chem. Ind. 30, 165 (1911); Z. anal. Chem. 51, 587 (1912). 
The estimation of small quantities of lead in beer. Uses HAc solution of the 
sample and adds HS. 

Herm, F. and Hepert, A., Bull. soc. pharmacolog. 16, 272; C. A. 5, 647 (1911). 
Detection and determination of lead in the dust and vapor of work shops in 
the Pb industries. ‘ 

Etspon, G. D., Pharm. J. 89, 143, 176; C. A. 6, 2902 (1912). Note on the 
determination of lead in chemicals. PbS suspension obtained by adding 
HS to the solution acidified with HAc. 

Wrnkter, L. W., Z. angew. Chem. 26, 38 (1913); J. Chem. Soc. 104, ii, 246 
(1913); J. Soc. Chem. Ind. 82, 157 (1913). Detection and colorimetric 
estimation of lead, copper, and zinc in potable water. Uses Na.S for Pb; 
K,Fe(CN). and KHCO; for Cu and a turbidity method for Zn. 

AUTENRIETH, W. and Funk, A., Z. anal. Chem. 52, 137 (1913); C. A. 7, 3627 
(1913). Colorimetric methods for water analysis by the use of the Auten- 
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rieth-Koenigsberger colorimeter. Details are given for the estimation of 
NH;, HNO:, HNOs, Fe, Pb, and HS. 

Meersure, P. A., Chem. Weekblad 10, 753; C. A. 8, 2324 (1914). The quan- 
titative estimation of small quantities of lead dissolved from vessels containing 
lead silicate. ‘Two methods: (1) Based upon turbidity caused by adding a 
drop of 10 per cent K2Cr,O; solution. Unreliable. (2) A volumetric pro- 
cedure. Satisfactory. 

SrecrrieD, M. and Pozzt, W., Biochem. Z. 61, 149 (1914); J. Soc. Chem. Ind. 
33, 504 (1914). Use gum arabic and HS. 

Fauconnirr, P., Bull. soc. pharm. Bordeaux, 58, 530; C. A. 8, 3650 (1914). 
Adds a few drops of 10 per cent KCN and 10 per cent Na2S and compares the 
brownish yellow color with that of standard solutions. 

Ivanov, V. N., Chem.-Ztg. 38, 450; C. A. 8, 2132 (1914). Method for Pb in 
water analysis. 50 cc. water are mixed with an equal volume of NaHSO; 
(2 per cent solution). Pb gives a milky turbidity. If this forms at end of a 
few minutes the Pb content is about 1 part in 1 million parts of water. Cu, 
Ag, Ni, Fe, Al, Mg, and Ca have no influence on the reaction. Ba and Sn 
should be absent. Sensitiveness of reaction 1 in 20 millions. 

BRETEAU, P. and Freury, P., J. pharm. chim. 10, 265 (1914); Ci A) 9, 772 
(1915). Determination of small quantities of lead in tinning baths, tinned 
goods and solders. 

REEsE, C. and Drost, J., Z. angew. Chem. 27, 307 (1914); Z. Nahr. Genussm. 
28, 427 (1914); J. Chem. Soc. 106, ii, 550 (1914); J. Soc. Chem. Ind. 33, 
661 (1914). Colorimetric estimation of lead and copper in potable water. 
Acidify with HAc and add H.S. 

FAUCONNIER, P., Ann. chim. anal. 20, 126 (1915); from Bull. soc. pharm. Bor- 
deaux, 1914; J. Chem. Soc. 108, ii, 581 (1915). Detection and estimation of 
lead in animal organs. Forms a PbS suspension in the presence of KCN. 

MeEtprum, R., Chem. News 117, 49 (1918); J. Chem. Soc. 114, ii, 83 (1918); 
C. A. 12, 839 (1918); see further, J. Soc. Chem. Ind. 1918, March. Indenti- 
fication and estimation of lead in water. Uses H.S and HAc. 

Moreau, W. V., J. Ind. Eng. Chem. 11, 1055 (1919); C. A. 14, 258 (1920). A 
colorimetric determination of lead dioxide in litharge. Aniline oxidized to 
aniline purple. 

WarrEN, B. W. J., Analyst 44, 199 (1919); Chem. News 119, 10 (1919); C. A. 
13, 2092 (1919); J. Soc. Chem. Ind. 38, 510A (1919). Estimation of small 
quantities of lead in food and substances containing calcium phosphate. 
Uses H.S and HAc. 

SNELL, F. D., Colorimetric Analysis, p. 60, D. Van Nostrand Co., New York, 
1921. Determination of lead as the sulfide. 

AVERY, D., Hemincway, A. J., ANDERSON, V. G. and Reap, T. A., Proc. Aus- 
tralasian Inst. Mining & Met. 1921, p. 173; J. Chem. Soc. 122, ii, 161 
(1922) gives long abs.; C. A. 16, 601 (1922); J. Soc. Chem. Ind. 41, 154A 
1922). Estimation of minute amounts of lead in water, with notes on certain 


causes of error. Uses (NH4)2S. Possible to estimate 1 part of Pb in 100,000,- 
000 parts of water. 


BIBLIOGRAPHY | 625 


TuresH, J. C., Analyst 46, 270 (1921); J. Soc. Chem. Ind. 40, 627A (1921). 
Determination of Pb in water. 

Mitter, J., Analyst 48, 263 (1923); C. A. 17, 3004 (1923). The estimation of 
lead in acid calcium phosphate (cream powder). Pb transformed into 
Pb(NOs3)2, solution made very faintly ammoniacal, 1 cc. of 10 per cent KCN 
and 2 drops Na2S solution added, and color compared with a standard made 
in a similar way. 

JArvinEN, K. K., Z. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc. 124, ii, 
655 (1923). Colorimetric estimation of small quantities of metals in food- 
stuffs and the preliminary destruction of the organic matter. Details for the 
destruction of the organic matter are given and for the estimation of Sn and 
Pb in the presence of one another, Cu and Zn in the presence of one another, 
Al, Ni, As, and Sb. Use HS or Na.S. 

AnprREw, R. I., Chem. News 127, 393 (1923). The colorimetric estimation of 
lead in cream of tartar. Uses KCN, NH,OH, and Na.S. 

Turesu, J. C., Analyst 49, 124 (1924); C. A. 18, 1627 (1924); J. Soc. Chem. Ind. 
43, B350 (1924). The estimation of lead in potable waters and in urine. 
Uses gelatine, acid solution and H,S. 

ANDREW, R. I., Analyst 49, 129 (1924); C. A. 18, 1628 (1924). The colori- 
metric estimation of lead in cream of tartar. Uses KCN, NH,OH, and Na.S. 
Allen’s Commercial Org. Anal., 4th ed., recommends clarifying a solution by 
passing through animal charcoal. This must not be done since 0.5 g. charcoal 
will adsorb 1 mg. Pb. 

Pyrrikt, C., Z. anal. Chem. 64, 325 (1924); J. Chem. Soc. 126, ii, 702 (1924); C.A. 
19, 450 (1925); Analyst 49, 491 (1924); J. Soc. Chem. Ind. 43, B845 (1924). 
Colorimetric determination of small quantities of lead and copper in drinking 
water. Uses Winkler’s sulfide method. 

Scorr, W. W., Chem. News 131, 17 (1925); J. Soc. Chem. Ind. 44, B654 (1925). 
“Digest 10 g. of baking powder with 200 cc. concd. H2SO, and 5-10 g. K2SO.4 
to destroy org. matter and remove the sol. salts by washing by decantation 
with a soln. of 50 cc. H:SO, and 100-200 cc. alc. perl. Dissolve the residue 
in hot NH,OAc soln., and det. Pb colorimetrically as sulfide by adding H.S 
or a sol. sulfide. If Cu is suspected, add 1 cc. of 10 per cent KCN. In the 
absence of gelatinous org. matter, Fe++, Al and P.O;, the material may be 
extd. directly with NH,OAc soln. With AcOH, tartaric or citric acid, add 
an excess of NH;, and then (NH,).S. With a 10-g. sample the delicacy is 
0.01-0.0005 per cent. To det. Pb in water, evap. 5 1. to about 300 cc., add 
10-15 cc. of 10 per cent Al2(SOx)s, 5-10 cc. dil. H»SO,, and 25 cc. of concd. aq. 
NH, heat to boiling, let settle till almost cold, filter, and det. Pb in the ppt.” 
A. Papineau-Couture, C. A. 19, 2921 (1925). 

Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 282-285, 
D. Van Nostrand Co., New York, 1925. Uses Na.S. 

Standard Methods for the Examination of Water and Sewage, 6 ed., p. 53, 
American Public Health Association, New York, 1925. Uses HAc, NHiAc, 
and HS. 
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CrarkE, W. F., J. Assocn. Official Agr. Chem. 9, 364 (1926); C. A. 21, 282 
(1927). Determination of lead in foods. 

K1LOsTERMANN, M., Naturwissenschaften 14, 1116 (1926); C. A. 21, 933 (1927). 
Determination of lead in organic materials. Colorimetric estimation of PbO, 
was accomplished by means of tetramethyldiaminodiphenylmethane, which 
on oxidation gives a blue coloration. The sensitivity is about 0.005 mg. 

NeckeE, A., Scumipt, P. and KLosTERMANN, M., Deut. med. Wochschr. 52, 
1855 (1926). The determination of minute quantities of lead. “Minute 
quantities of Pb in the tissues of animals may be detn. colorimetrically. All 
org. matter is first destroyed with fuming HNO; and H:SO,. The Pb, Fe, 
Mn and Cu are pptd. by HS and collected on a filter. After removal of the 
Fe and Mn by alc. and H2SOx,, and of the Cu by KCN, the PbS is dissolved 
and oxidized by NaOCl. After filtration, tetramethyldiaminodiphenylme- 
thane in AcOH soln. is added and the blue color formed is compared with a 
known standard.” A. Grollman, C. A. 21, 1284 (1927). 

BERNOUILLI, A. L., Helv. Chim. Acta. 9, 827 (1926); C. A. 21, 30 (1927). The 
sliding-gage colorimeter and the determination of minute quantities of 
ammonia, nitrite, lead, and iron. By means of this instrument it is possible 
to det. 0.002 mg. of Fe dissolved in 0.1 cc. with an accuracy of 0.4 of 1 per 
cent of the total amount present. 

Kenor, R. A., Epcar, G., THAMANN, F. and’ Saunpers, L., J. Am. Med. 
Assocn. 87, 2081 (1926). The excretion of lead by normal persons. Deter- 
mine lead in urine and in feces. The lead is separated as chromate and then 
determined colorimetrically by means of a 1 per cent solution of pure s-di- 
phenyl carbazide in glacial acetic acid. 


Lecithin. 


Dustin, H., J. Biol. Chem. 33, 377 (1918). Studies of the blood fat and lipoids 
of the dog before and after the production of experimental anemia. Nephe- 
lometric and colorimetric methods of Bloor. 

HeERzFELD, E., Schweiz. med. Wochschr. 53, 797 (1923); Chem. Zentr. 1924, i, 
2804; J. Chem. Soc. 126, ii, 796 (1924). Method based on turbidity produced 
by adding a mixture of phosphotungstic acid and HCl to a dilute ethyl alcohol 
extract of the substance. 

Gricavt, A., Z. biol. Ges. 91, 1014 (1924). Colorimetric method for lecithin 
determination in blood. 

DeTonI1, G. M., J. Biol. Chem. 70, 207 (1926). 


Levulose. 


Oxey, R., J. Biol. Chem. 38, 33 (1919). Studies on the behavior of inulin in 
the Patil body. Application of the Benedict eae to the estimation of 
levulose and inulin. 


Licopin. 
ConnELL, S. J. B., Biochem. J. 18, 1127 (1924); J. Chem. Soc. 128, oud (1925). 


Uses a Stanford colorimeter and standard solutions of K,Cr,0; and CoSO, 
(Ni-free). Error less than 1 per cent. 
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Magnesium. 


SCHREINER, O. and Ferris, W. S., J. Am. Chem. Soc. 26, 961 (1904); J. Soc. 
Chem. Ind. 23, 911 (1904). Mg precipitated as MgNH,PO,, dissolved, and 
NH, phosphomolybdate formed and matched against a standard. From 
the amount of PO, thus determined the amount of Mg is calculated. 

Marriott, W. McK. and Howranp, J., J. Biol. Chem. 32, 233 (1917). A micro 
method for the determination of calcium and magnesium in blood serum. 
The methods depend upon the fact that solutions of ferric thiocyanate are 
decolorized by oxalates and phosphates. Calcium is precipitated as the 
oxalate and magnesium as the ammonium magnesium phosphate; the precipi- 
tates are dissolved in acid and added to solutions of ferric thiocyanate, the 
degree of decolorization resulting being determined by comparison in small 
Nessler tubes. 

Kramer, B. and Tispatt, F. F., J. Biol. Chem. 47, 475 (1921); Proc. Am. Soc. 
Biol. Chem., J. Biol. Chem. 46, xl (1921). Johns Hopkins Hospital Bull. 32, 
46 (1921). A simple technique for the determination of calcium and mag- 
nesium in small amounts of serum. Use Fe(CNS);. 

KRAMER, B. and TisDALtL, F. F., J. Biol. Chem. 48, 228 (1921). Use Fe(CNS);. 

| SNELL, F. D., Colorimetric Analysis, p. 86, D. Van Nostrand Co., New York, 
1921, Magnesium by determination of the phosphate as phosphomolydate. 

Brices, A. P., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 50, xlviii (1922). 
Uses phosphomolybdic acid. 

Hammett, F. S. and Apams, E. T., J. Biol. Chem. 52, 211 (1922); C. A. 16, 
2342 (1922); J. Soc. Chem. Ind. 41, 612A (1922). A modification of the 
Kramer and Tisdall method. Suitable for urine, blood, and tissue extracts. 
Mg separated as MgNH,PO,, dissolved in HCl and P estimated colorimetri- 
cally by the Bell and Doisy method. 

Briccs, A. P., J. Biol. Chem. 52, 349 (1922); C. A. 16, 2701 (1922). Uses 
hydroquinone upon MgNH.PO,. 

Dents, W., J. Biol. Chem. 52, 411 (1922). The determination of magnesium in 
blood, plasma, and serum. 

Hammett, F. S. and Apams, E. T., J. Biol. Chem. 54, 565 (1922); C. A. 17, 943 
(1923); Analyst 48, 92 (1923). Use the Bell-Doisy reaction. MgNH.PO; 
separated by centrifugation instead of filtration. 

GrécorE, A. and Sora, T., Bull. soc. chim. Belg. 32, 131 (1923); C. A. 17, 
1931 (1923); J. Soc. Chem. Ind. 42, 427A (1923); Z. anal. Chem. 64, 342 
(1924). Mg oleate formed and color compared with a standard solution. 

Bocert, L. J. and Prass, E. D., J. Biol. Chem. 56, 297 (1923). Mg as ammo- 
nium magnesium pepbatageth hydroquinone and molybdate solutions. — 

Co.irp, J. B. and Crark, E. P., J. Biol. Chem. 64, 485 (1925). Use Brigg’s 
method. 

Hawk, P. B. and Brercem, O., Practical Physiological Chemistry, 9 ed. 
P. Blakiston’s Son and Co., Philadelphia, 1926. Determination of magnesium 
in serum, pp. 410-411. 
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Kramer, B. and Howtanp, J., J. Biol. Chem. 68, 715 (1926). Determination 
of Mg in bone. 


Manganese. 

Crum, W., Ann. 55, 219 (1845). Suggests the use of PbO. in HNO; solution 
but gives no details. 

Hoppe-SEVLER, J. prakt. Chem. 99, 303 (1863). Proves spectroscopically that 
the color formed by PbO: is due to permanganate. 

Picuarp, P., Compt. rend. 75, 1821 (1872); Dingler’s polytech. J. 207, 136 
(1873); Chem. News 27, 85 (1873); Bull. soc. chim. [2], 19, 253; Z. anal. 
Chem. 12, 308; J. Chem. Soc. 26, 407; Chem.-techn. Rep. 12, a, 195. Uses 
PbO, in HNO; solution, and gives details of method. 

BRUNNER, A., Oesterr. Z. Berg.-Hiittenw. 21, 341 (1873); Chem. Zentr. 1873, 
757; Bull. soc. chim. [2], 21, 278; J. Chem. Soc. 27, 604, 816; Chem.-techn. 
Rep. 12, b, 196; Wagner’s Jahresber. 20, 10; Polytech. Centr. 1873, 1367; 
Dingler’s polytech. J. 210, 278. Schnell durch fihrbare colorimetrische 
Probe auf Mangangehalt des Roheisens, Stahls, Eisens, und Erz. Converts 
Mn to sodium manganate by fusion with NaOH and compares solution with 
standards. 

‘Koppmayver, M., Dingler’s polytech. J. 211, 133 (1874); Chem. Zentr. 1874, 
138; J. Chem. Soc. 27, 1009; Polytech. Centr. 1874, 395. Ueber A. Briin- 
ner’s colorimetrische Probe auf Mangangehalt des Stahls, Eisens, und Erz. 
Says the method is valueless. 

Morrett, T. T., Am. Chemist 5, 213 (1874-75). Mn precipitated from an 
ammoniacal solution by bromine. KI and HCl then added. MnO; dis- 
solves yielding an iodine solution which has the same depth of color for the 
same amount of MnO, and the same dilution. On a 1-g. sample, as little as 
0.001 per cent of Mn tints the solution. Standard MnCl, solutions give 
results differing by only 0.003 per cent. 

Morrett, T. T., Am. Chemist 6, 45 (1875-76). Estimation of manganese in 
spiegeleisen. Method same as reported by M.in Am. Chemist 5, 213 (1874-75). 
Error not over 0.25 per cent. 

PETERS, S., Chem. News 33, 35 (1876); Dingler’s polytech. J. 221, 486; J. Chem. 
Soc. 29, 750; Wagner’s Jahresber. 22, 19; Chem.-tech. Rep. 15, 480. On the 
estimation of manganese in iron and steel. Uses lead peroxide. 

DEsHAYES, V., Bull. soc. chim. [2], 36, 121 (1881). 

LepEBUR, A., Oesterr. Z. Berg.-Hiittenw. 41, 417 (1882); Chem. Zentr. 13, 
733 (1882); Z. anal. Chem. 22, 607 (1883); Ber. 15, 2926; Wagner’s Jahres- 
ber. 29, 15; Stahl u. Eisen 2, 626; Rep. anal. Chem. 2, 346; J. Chem. Soc. 
44, 242; J. Soc. Chem. Ind. 2, 249; Techn.-Chem. Jahrb. 6, 11; Dingler’s | 
polytech. J. 248, 215; Chem.-techn. Rep. 21, b, 211. Uses PbO:. 

Goetz, Dingler’s Polytech. J. 248, 215 (1883). Uses lead peroxide. 

Osmonp, M., Bull. soc. chim. [2], 43, 66 (1885); Chem. Zentr. 1886, 234; J. Iron 
Steel Inst. London 1885, a, 275; J. Chem. Soc. 48, 690; Z. anal. Chem. 25, 
552; Chem. Ind. 8, 119; Wagner’s Jahresber. 31,15; Dingler’s polytech. J. 257, 
201; Arch. Pharm. 223, 285; Chem.-techn. Rep. 24, 249. Determination of 

; Oe 
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Mn by means of PbO, in the presence of metaphosphates and nitric acid. 
The PbO, may be replaced by a current of ozonized oxygen. 

CHEEVER, B. W., Trans. Am. Inst. Mining Eng. 15, 102 (1886); J. Iron Steel 
Inst. London 1885, b, 736; J. Anal. Chem. 1, 88. Colorimetric estimation 
of manganese in steel. Criticisms of the lead peroxide-nitric acid method. 

Hunt, A. E., Trans. Am. Inst. Mining Eng. 15, 104 (1886); J. Iron Steel Inst. 
London 1886, b, 1020; J. Anal. Chem. 1, 89. The estimation of manganese 
in iron and steel. Uses lead peroxide and nitric acid. 

Bapsitt, H. C., Am. Chem. J. 9, 58 (1887); see also J. Anal. Chem. 1, 331 (1887). 
Determination of manganese in steel and iron. Uses Pb;Ox. 

Morceav, J. J., Chem. News 56, 82 (1887); Chem. Zentr. 1887, 1268; Z. Chem. 
Ind. 1887, b, 246; Chem.-Ztg. Rep. 11, 219; J. Chem. Soc. 52, 1140; Wag- 
ner’s Jahresber. 33, 271; J. Anal. Chem. 1, 418; Iron 30, 312; Tech.-chem. 
Jahresber. 10, 16. Uses PbO. in HNO; solution for the determination of Mn 
in iron and steel. 

CHEEVER, B. W., J. Anal. Chem. 1, 176 (1887). Conversion of manganese 
into permanganic acid. A study of the action of PbO, in HNO; solution. 
Rossi, A. J., Iron Age 47, 528; J. Iron Steel Inst. London 1891, a, 443; 1892. 
a, 491; Stahl u. Eisen 11, 927; Wagner’s Jahresber. 37, 147. Uses sodium 

metaphosphate in the determination of Mn in iron, steel and cast iron. 

Parry, J. and Morey, J. J., Chem. News 67, 295 (1893); Ind. and Iron 1893, 
379; Stahl u. Eisen 13, 898; School Mines Quart. 15, 64. 

-Repprop, J. and RAmAcgE, H., J. Chem. Soc. 67, 275 (1895). The use of sodium 
bismuthate is suggested. 

Forestier, H., Bull. soc. chim. [3], 13, 587 (1895). Uses lead peroxide or 
bismuth tetroxide. 

Mienot, A., Rev. chim. anal. appl. 4, 329, 390 (1896); Chem.-Ztg. Rep. 20, 
234, 275. Uses lead peroxide or bismuth tetroxide in HNO; solution. 

Aucuy, G., J. Am. Chem. Soc. 18, 498 (1896); Chem. Zentr. 1896, b, 208; 
Chem. News 74, 214, 248, and 262; J. Chem. Soc. 70, ii, 627; School Mines 
Quart. 18, 43; Eng. Mining J. 61, 111; J. Soc. Chem. Ind. 15, 677; Analyst 
21, 335. Sources of error in volumetric and colorimetric determinations of 
Mn in steel. 

LemarreE, M., Bull. soc. pharm. Bordeaux 1897, 268; Chem. News 176, 219 
(1897); Ann. chim. anal. chim. appl. 2, 409. Determination of Mn in plants. 
Uses PbO, and HNO). ; 

ScHNEIDER, L., Chem.-Ztg. 21, 41 (1897); Chem. Zentr. 1897, a, 436; J. Iron 
Steel Inst. London 1898, a, 534; J. Chem. Soc. 74, ii, 94; Analyst 22, 110. 
Makes reference to colorimetric methods for determining Mn by oxidation 
to permanganic acid. 

PicHARD, P., Compt. rend. 126, 550 (1898); Chem. Zentr. 1898, a, 753; Chem. 
News 77, 108; Chem.-techn. Rep. 37, 286; J. Soc. Chem. Ind. 17, 273; Ann. 
chim. anal. chim. appl. 3, 123; Z. anal. Chem. 44, 449 (1905). Uses lead 
peroxide and nitric acid. 

Durty, L., Chem. News 84, 248 (1901). Gives full directions for the use of 

| sodium bismuthate. 
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MarsHatt, H., Chem. News 83, 76 (1901); J. Chem. Soc. 89, ii, 350 (1901). iF 
Uses K or NH, persulfate. . 

Watters, H. E., Chem. News 84, 239 (1901); Proc. ee Soc. West. Penn. 17, 
257 (1901). Ammonium persulphate as a substitute for lead peroxide in the 
colorimetric estimation of manganese. 

Watters, H. E., Age of Steel, Nov. 1901, p. 23. Uses PbO: and NH, persul- 
fate-AgNO; methods. 

Taxsot, H. P. and Brown, J. W., A Bibliography of the Analytical Chemistry 
of Manganese 1785-1900, Smithsonian Miscellaneous Collections No. 1313, 
Washington, 1902. The above references were checked against the colori- 
metric references given by T. and B. and several added which had been 
omitted. Also, a number of references to abstracts of papers listed above 
were added from the T. and B. Bibliography. 

Materte, J., La Révue technique 25, 327 (1903); through Chem.-Ztg. Rep. 
27, 267 (1903); Analyst 28, 371 (1903); J. Soc. Chem. Ind. 22, 1209 (1903). 
Colorimetric estimation of manganese in steel. Uses PbO: or Pb;Ox. 

CLENNELL, J. E., Eng. Mining J. 78, 827 (1904). Uses HNO; and PbO; in the 
determination of Mn in cyanide solutions. 

Croner, F., Gesundh. Ing. 28, 197 (1905); Chem. Zentr. 1905, II, 74. 

Taruct, N., Gazz. chim. ital. 36, I, 332 (1906); J. Soc. Chem. Ind. 25, 911° 
(1906). onde Mn to lotta form in alkaline glycerine solution by a air or 
hypochlorite. Will indicate as little as 0.0.5 gram of Mn. 

Ltmreic, H. and Becker, W., Pharm. Zentralhalle 48, 137 (1907). Estimation of 
manganese in water. Tried several methods. Knorre’s [Z. angew. Chem. 
14, 1149 (1901)] method found best. K. uses K persulfate used by Marshall 
[j. Chem. Soc. 59, 771T (1891)]. MnO, estimated either gravimetrically or 
volumetrically. L. and B. found 0.0001 gram Mn per liter gave a pink colora- | 
tion when a modification of Marshall’s process was used. ; 

Duyk, M., Ann. chim. anal. chim. appl. 12, 465 (1907); J. Soc. Chem. Ind. 27 
248 (1908). Oxidizes Mn to MnO, in slightly alkaline solution by hypochor- | 


ite, using CuSO, as catalyzer. 

Hottanp, P., Chem. News 96, 3 (1907). Uses persulfate and silver nitrate. 

Weston, R. S., J. Am. Chem. Soc. 29, 1074 (1907); Chem. News 97, 3 (1908). 
The determination of manganese in water. Uses Na bismuthate and filters the 
oxidized solution through a thoroughly washed asbestos filter in a Gooch 
crucible. 

Kurt, H., Mitt. kgl. Priifungsanstalt Wasserversorgung und Abpanebesctil 
gung 12, 183; Z. anal. Chem. 50, 726 (1911); C. A. 4, 1071 (1910). Mentions 
almost all ihe methods for the determination of Mn in water. For quanti- 
tative work he recommends the PbO, colorimetric method Bene to 
Volhard and Treadwell. : 

Scumipt, M.R., J. Am, Chem. Soc. 32, 965 (1910); C. A. 4, 3054 (1910); J. Soc 
Chem. Ind. 29, 1085 (1910). Colorimetric determinations of manganese ir 
the presence of iron. Method is applied to the determination of smali 
amounts of Mn in pharmaceutical preparations. Makes use of Walter’ 
method, Chem. News 84, 239 (1901). 
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Dumitrescu and Nicotau, Ann. fals. 3, 370, 407 (1910). Use persulfate with a 
drop of Co(NOs)s. 

RopENBURG, J., Chem. Weekblad 7, 877 (1910); Chem. Zentr. 1910, II, 1504. 
Uses persulfate and silver nitrate. 

PRANDL, O. and Civerr, A., Staz. sper. agrar. ital. 44, 58 (1911). Use PbO». 

GortrrieD, A., Pharm. Zentralhalle 1911, 788; Pharm. J. 87, 276 (1911); J. 
Soc. Chem. Ind. 30, 1080 (1911). Determination of manganese in honey. 
Uses NHa persulfate and AgNO;. 

BERTRAND, G., Bull. soc. chim. [4] 9, 361 (1911); J. Soc. Chem. Ind. 30, 650 
(1911). Uses.K persulfate and silver nitrate. 

Gortner, R. A. and Rost, C. O., J. Ind. Eng. Chem. 4, 522 (1912); Z. anal. 
Chem. 52, 586 (1913). Use sodium bismuthate and indicate objections to 
persulfate. 

The Chemist’s Committee of the U. S. Steel Corporation, J. Ind. Eng. Chem. 4, 
807 (1912). Uses ammonium persulfate and silver nitrate. 

Haas, F., Z. Nahr. Genussm. 25, 392 (1912); J. Soc. Chem. Ind. 82, 447 (1913). 
Uses persulfate and silver nitrate. 

STANICHITCH, Rev. métal. 8, 891; C. A. 6, 1264 (1912); J. Soc. Chem. Ind. 31, 
75 (1912). Rapid colorimetric determination of manganese in iron and steel 
by means of ammonium persulfate. 

Dirrrics, M., Z. anorg. Chem. 80, 171 (1913); J. Chem. Soc. 104, ii, 344 (1913); 
J. Soc. Chem. Ind. 32, 383 (1913). The estimation of small quantities of 

' manganese and chromium in minerals and rocks. Uses NH; persulfate and 
AgNO; for Mn and chromate method for Cr, after removal of Ag with NaCl. 

ScHOWALTER, E., Z. Nahr. Genussm. 26, 104 (1913). Uses persulfate and silver 
nitrate. 

Hartwic, L. and ScHertipacn, H., Z. Nahr. Genussm. 26, 439 (1913); J. Soc. 
Chem. Ind. 82, 1125 (1913). Use ammonium persulfate and silver nitrate. 

Jarpin, F. and Astruc, A., Compt. rend. 157, 338 (1913); J. Soc. Chem. Ind. 
32, 880 (1913). Manganese in drinking and mineral waters. 

Lturic, H., Chem.-Ztg. 38, 781 (1913); J. Soc. Chem. Ind. 33, 709 (1914). 
Uses ammonium persulfate and silver nitrate. 

TILLMANS, J. and Mirpner, H., J. Gasbel. 57, 496, 523, 544 (1914); C. A. 8, 
3085 (1914). Use persulfate and silver. Suggest adding KIOu,, acetic acid 
and “‘tetramethyl base” as a qualitative test. Blue color indicates Mn. 

‘Scuowatter, E., Z. Nahr. Genussm. 27, 553 (1914); J. Chem. Soc. 106, ii, 492 
(1914). Uses NH, persulfate and AgNOs. 

HorvAtu, B&LA von, Z. anal. Chem. 53, 581 (1914). Uses ammonium ‘per- 

- sulfate and silver nitrate. 

‘Sacuer, J. F., Chem.-Ztg. 39, 319 (1915); C. A. 9, 2043 (1915). Adds NaOH, 
lets Mn(OH),. oxidize in air and adds oxalic acid. Red color thus formed 
is due to a double salt. 

‘Barvacu, F., Chem.-Ztg. 39, 457 (1915). 

Sacuer, J. F.,.Chem.-Ztg. 39, 458 (1915). 

Dosstn, L., Chem. News 113, 133 (1916). Historical review of persulfate and 

PbO» methods. 
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SacHER, J. F., Chem. Zentr. 1916, I, 438; Farben-Ztg. 20, 1309 (1915); J. Chem. 
Soc. 110, ii, 451 (1916). Application of NaOH, Mn(OH)2, and H.2C:0. 
method to paints, pigments, varnishes, etc. 

Wirarp, H. H. and Greatuouse, L. H., J. Am. Chem. Soc. 39, 2366 (1917); 
C. A. 11, 3189 (1917); J. Soc. Chem. Ind. 37, 41A (1918). Colorimetric 
determination of manganese by oxidation with periodate. ‘There is appended 
a fairly complete bibliography (to 1916) of the colorimetric methods for the 
determination of Mn. The references are listed chronologically and with 
brief remarks. All are included in the present bibliography. 

TREADWELL, F. P. and Hatt, W. T. (Translator from the German), Analytical 
Chemistry. Vol. II. Quantitative Analysis, 5 ed., p. 127, John Wiley & 
Sons, Inc., New York, 1919. Uses PbO, and persulfate-AgNO; methods. 

Wester, D. H., Rec. trav. chim. 39, 414 (1920); J. Chem. Soc. 118, ii, 451 
(1920). Determination of Manganese in plant ash. Marshall’s persulfate 
method only one of four examined found satisfactory. 

SNELL, F. D., Colorimetric Analysis, p. 78, D. Van Nostrand Co., New York, 
1921. Determination of manganese as permanganate, oxidation by persul- 
fate. 

SNELL, F. D., ibid., p. 80, 1921. Determination of manganese, oxidation by 
periodate. 

Hestinca, J., Chem. Weekblad 19, 302 (1922); J. Chem. Soc. 122, ii, 660 
(1922); C. A. 16, 3283 (1922); J. Soc. Chem. Ind. 41, 635A (1922). Col- 
orimetric estimation of manganese in steels, alloys, and ores. ‘Trivalent ele- 
ments removed and Mn oxidized to hydrated MnO: by means of H.O, and 
KOH. Yellowish-brown to dark brown colloidal solution of hydrated MnO. 
is thus obtained. 

DENIGES, G., Compt. rend. 175, 1206 (1922). The approximate estimation of 
magnesium in a single drop of sea-water. Uses K hypoiodite. | 

Forestier, H., Bull. soc. chim. 33, 659 (1923); C. A. 17, 2688 (1923); J. Soc. 
Chem. Ind. 42, 780A (1923). Improvement in the colorimetric determina- 
tion of manganese in steel. Uses the persulfate method. 

Cottins, W. D., and Foster (Miss) M. D., Ind. Eng. Chem. 16, 586 (1924): 
C. A. 18, 2052 (1924). The determination of manganese in water by the 
sodium bismuthate method. 

Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 305, D. Var 
Nostrand Co., New York, 1925. Uses (NH,).S:Os and AgNOs. 
Standard Methods for the Examination of Water and Sewage, 6 ed., pp. 50-52 
American Public Health Association, New York, 1925. Uses the persulfate 

and the bismuthate methods. 

McCrackan, R. F. and Passamaneck, E., Arch. Path. Lab: Med. 1, 58! 
(1926); C. A. 20, 2173 (1926). Manganese in urine. Its detection anc 
determination. ‘ 


Mercury. 
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Koninck, L. L. DE, Rev. univ. des Mines et de la Metallurgie [3], 23, No. 3; 
Chem. News 69, 13 (1894). Determination of mercury in dilute solutions 
of sublimate. Uses H.S. 

BuppEN, E. R. and Harpy, H., Analyst 21, 12 (1896). Find the colorimetric 
methods preferable to electrolytic methods for testing beverages for metals 
when several are present. Metals tested: Cu, Pb, Hg. 

Escupaum, F., Chem. Zentr. 1902, I, 1133; J. Chem. Soc. 82, ii, 476 (1902); 
Pharm. Ztg. 47, 260 (1902). Colorimetric estimation of mercury in urine. 
Based upon turbidity of HgCl solution. 

SCHUMACHER, II, and June, W., Z. anal. Chem. 41, 471, 482 (1902); Analyst 
27, 368 (1902). A new colorimetric method of determining mercury in urine. 
Use H.S solution. 

Carraciwo, J. R., Anal. soc. espafi. fis. quim. 4, 314 (1906); J. Chem. Soc. 92, 
ii, 131 (1907). Rapid estimation of mercuric chloride in very dilute solu- 
tions. Uses ammonia. Will detect as little as 1 part HgCl. in 40,000 parts 
of solution. 

HEINZELMANN, A., Chem.-Ztg. 35, 721 (1911); C. A. 5, 3211 (1911). The 
colorimetric determination of mercury in urine. H. has made a critical study 
of the method of Schumacher and Jung (Z. anal. Chem. 41, 482) and recom- 
mends how it should be carried out. Uses H.S. Compares color of the col- 
loidal HgS solution. 

Procter, H. R., and Seymour-JoneEs, R. A., J. Soc. Chem. Ind. 30, 404 (1911); 
C. A. 5, 2231 (1911). The estimation of soluble mercuric salts at great dilu- 
tions. Based upon the formation of a colloidal solution of HgS by adding 
H.S to the Hg solution containing 1 percent HAc. Differences of 1 in 100,000 
can be detected. A Schmidt and Haensch dipping colorimeter is used. 

AUTENRIETH, W. and Monticny, W., Miinch. med. Wochschr. 67, 928 (1920); 
from Chem. Zentr. 1920, iv, 426; J. Chem. Soc. 118, ii, 773 (1920); C. A. 
15, 541 (1920). Estimation of mercury in urine. Estimated as HgS. 

Bootn, H. S. and Scureter, N. E., J. Am. Chem. Soc. 47, 2625 (1925). Deter- 
mine the sensitivity of the following colorimetric tests for Hg: (1) HS, 
(2) SnCl, (3) KI, (4) NH.CNS, (5) NH, thio-acetate, (6) acetylene, 
(7) phenylthiohydantoric acid, (8) diphenylcarbazide, (9) aniline, (10) 
tannic acid, (11) Mayer’s reagent for alkaloids. The most sensitive reagents 
were (1), (2), (4), (6), (7), and (8). These gave positive tests at 5 parts per 

million. A new electromicroqualitative test which is easily sensitive to 1 

: part Hg ion per billion is described. 

STOCK, A. and Pontann, E., Z. angew. Chem. 39, 791 (1926); C. A. 20, 3144 

(1926). The colorimetric determination of very small quantities of mer- 

cury. The Hg-salt solution, contained in a small test tube, is treated 

| with 4 drops of a saturated ethyl alcohol solution of diphenylcarbazide, 

_OC(NH:NH-C.H;)s, and direct comparison made with similar solutions 

containing known amounts of HgCl». 0.0005 mg. of Hg in 2 cc. of solution 

_ gives a distinct blue-violet coloration. If 0.01 mg. of Hg. is present, the 

‘solution becomes almost opaque. The color disappears within a few hours 

in sunlight, with the formation of a precipitate, but remains for several days 
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if kept in the dark. The following substances interfere with the test: Zn, Fe, 


Co, Ni, Pb, Cu, Ag, Au, cyanides, bromides, and iodides. 


Methemoglobin. 


Srapie, W. C., J. Biol. Chem. 41, 237 (1920). A method for the determination 
of methemoglobin in blood. Uses KCN. 


McE troy, W. S., J. Biol. Chem. 42, 297 (1920). A method for the determina-_ 


tion of methemoglobin and hemoglobin in blood. Uses KsFe(CN).. 


Molybdenum. 


Brawn, A. D., Z. anal. Chem. 6, 86 (1867). Originated the use of the blood-red 
color of molybdenum thiocyanate as a delicate test for Mo. Used Zn in 
HCl solution to reduce the Mo and concentrated the Mo thiocyanate by 
shaking out with ether. 

ScuoOnn, Z. anal. Chem. 9, 41, 330 (1870). First to observe the yellow color 
produced by the action of H,O2 on molybdic and titanic acids. 

BeTreL, W., Chem. News 97, 40 (1908); C. A. 2, 1248 (1908). The solution is 
evaporated almost to dryness, neutralized with HNO; or H.SO, if alkaline and 
HO, added. If yellow color appears, add a small drop of dilute ammonia. 
If Mo is present, a brownish-red color appears. 0.001 mg. MoO; can be 
detected in a few cubic centimeters. 

SpurRGE, G., Chem. Eng. Mining Rev. 11, 258 (1919); C. A. 13, 2322 (1919). 
Colorimetric estimation of molybdenite in low-grade ores and tailings. Uses 
tannic acid. 

KLEINMANN, H., Biochem. Z. 99, 42 (1919). Studies the influence of NH,Cl, 
NaCl, HCl, and H2SO, on the colorimetry of P, Mo, and V compounds. 

Matoway, S. L., Z. anorg. Chem. 198, 73 (1919). Determination of molyb- 
denum in iron and steel. Uses absolute alcoholic KOH solution and satu- 
rates with CS, (this forms xanthic acid). Red coloration produced with Mo. 

Methods of the Chemists of the United States Steel Corporation for the 
Sampling and Analysis of Alloy Steels 1921, 2d ed., p. 72. 

Kine, W. J., Ind. Eng. Chem. 15, 350 (1923); J. Soc. Chem. Ind. 42, 459A 
(1923). Estimation of small quantities of molybdenum in tungsten. Method 
based on the formation of a blood-red coloration of molybdenum thiocyanate. 
Method used when amount of Mo is less than 300 parts per million. Modi- 
fies and refines the method of L. Leley of the Philips’ Lamp Works, Holland. 

MEvteEN, H. Ter, Chem. Weekblad 22, 80 (1925); J. Chem. Soc. 128, ii, 330 
(1925); C. A. 19, 1390; J. Soc. Chem. Ind. 44, B270 (1925). Method based 
on the dark red color of (NH,)2MoS,. Method is rapid and fairly accurate, 
and not affected by alkalies. V and W interfere. ad 

Maa, O. L. and McCortam, C. H., Ind. Eng. Chem. 17, 524 (1925). Rapid 
determination of molybdenum in steel. Use KCNS and SnCl. 

WeEnpDEHORsT, E., Z. anorg. allgem. Chem. 144, 319 (1925); J. Soc. Chem. Ind. 
44, B573 (1925). “Colloidal MoS; has a brownish red to light yellow color 
which can be used as the basis for the colorimetric detn. of Mo. By means 
of the method a sample of com. MoO; assayed the same as by the usual 
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gravimetric method. For the colorimetric standard, MoO;-can be prepd. 
by careful roasting of the freshly pptd. sulfide. Dissolve 0.05-0.1 g. of the 
oxide in water and a little NH,OH. Boil off the excess of the latter and dil. 
to 500 cc. in a measuring flask. Take 15-20 cc. dil. with an equal col. of 
water and the same amt. or a little more of H.S water contg. 5 per cent of 
glycerol. Finally mix with an equal vol. of 0.2 N H2SQ,, adding the acid 
until the red color no longer deepens. In the analysis, treat the ppt. of 
MoSs;, obtained in the usual way, with Br water to oxidize all the S and 
remove the excess Br, by boiling. Then treat it in the same way as the 
standard. Solns. contg. only 0.01 g. Mo per |. can be analyzed in this way.” 
W. T. H. C. A. 19, 2614 (1925). 

Funck, A. D., Z. anal. Chem. 68, 283 (1926); C. A. 21, 36 (1927). The method 
is based on the formation of reddish brown salts of permolybdic acid by the 
action of H.O, on molybdates in alkaline solution. 


Morphine. 

HInspDAtE, S. J., Chem. News 62, 77 (1890); see also J. Anal. and Appl. Chem. 
5, 107 (1891). Colorimetric method for estimating the morphine strength of 
Jaudanum and other preparations of opium. Uses K;Fe(CN). solution con- 
taining a little FeCl;. Said to detect 0.001 mg. morphine. One minute is 
required to form a blue color. 

PatM_ER, J. D., Merck’s Report, 11, 191 (1902). 

'Raputescu, D., Bull. soc. sci. Bucuresci 14, 602 (1905); through Pharm. J. 
76, 501 (1906); Analyst 31, 234 (1906). Uses NaNO, and sufficient acid to 
liberate the HNO». Before effervescence stops, add excess KOH. Morphine 
gives a pale rose to ruby-red tint, according to amount of morphine present. 
Reaction stated to be “peculiar’”’ to morphine. 

GeorcEs, L. and GAscarD, J. pharm. chim. 23, 513 (1906); J. Chem. Soc. 90, 
ii, 507 (1906); J. Soc. Chem. Ind. 25, 779 (1906). Use iodic acid. 

Mat, C. and Ratu, C., Arch. Pharm. 244, 300 (1906); J. Chem. Soc. 90, ii, 817 
(1906); J. Soc. Chem. Ind. 27, 828 (1908). Use Marquis’ reagent (2 drops 
40 per cent formaldehyde solution mixed with 3 cc. H2SO,). As little as 
0.00003 gram of morphine can be estimated. 

SANGER, C. R. and Boucuton, W. A., Proc. Am. Soc. Biol. Chem., J. Biol. 
Chem. 7, xxxvii (1909-10). The estimation of morphine in cases of poisoning. 
Uses formaldehyde and concentrated H.SO,. 

Denicks, G., Bull. soc. pharm. Bordeaux 50, 465; C. A. 5, 567 (1911). Adds 
H,O2 to morphine-HCl followed by NH,OH and CuSO, solutions, agitating 
after each addition. A rose to deep red color appears soon after the Cu salt 
is added. The depth of the color depends upon the concentration of the 
alkaloid. Roughly quantitative by suitable controls. Sensitive to a few 
hundredths milligram of alkaloid. 

FasInyvI, R., Oesterr. Chem. Ztg. 15, 61; C. A. 6, 1340 (1912); J. Soc. Chem. 
Ind. 31, 298 (1912). Colorimetric determination of morphine and colchicine. 
Uses Radulescu’s reaction which he makes quantitative for morphine. Reac- 
tion consists in acidifying solution with dilute H,SO,, adding a little NaNO, 
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(crystals) and after gas stops coming off, make alkaline. Pink to ruby-red 
color. Colchicine determination based on the dark olive-green color resulting 
upon boiling the solution and adding FeCls. 

Fasinyi, R., Verh. Ges. deut. Naturforsch. Aerzte, 1912, ii, 228; J. Chem. Soc. 
102, ii, 504 (1912). Makes Radulescu’s reaction quantitative. Uses solid 
NaNO; and-concentrated KOH. Red color produced. 

HerpuscuxKa, A. and Faut, M., Arch. Pharm. 255, 172 (1917); J. Chem. Soc. 
112, ii, 554 (1917); J. Soc. Chem. Ind. 36, 1287 (1917). Colorimetric methods 
for the estimation of very small quantities of morphine. (1) Employ a modi- 
fication of the Georges and Gascard method. One part in 12,500 can be 
detected, but quantitative measurements can only be made between 1 in 
1500, and 1 in 5500. Method made sensitive to 1 in 18,500 by adding a little 
ammonia and estimations can be made between 1 in 5000 and 1 in 16,500. 
(2) Employ Marquis’ reagent (2-3 drops of 40 per cent formaldehyde and 
3 cc. concentrated H,SO,). Morphine can be estimated between 1 in 1400 
and 1 in 14,000 and detected at 1 in 25,000. 

Morcutts, S. and LEvInE, V. E., J. Lab. Clin. Med. 5, 321 (1919- 20). A sim- 
plified method for the detedion and estimation of the distribution of mor- 
phine. Use Lafon’s reagent (a solution of a selenite or selenic acid, 0.5 per 
cent in concentrated H.SO,) which gives a blue and finally fairly persistent 
olive-green color with morphine. Gives only relative quantitative results. 

Gauss, H., J. Lab. Clin. Med. 6, 699 (1920-21); C. A. 16, 427 (1922). A col- 
pace method for the estimation of morphine in colloidal mixtures and 
tissues. Uses Marquis’ reagent (a mixture of 1 part 40 per cent formaldehyde 
and 15 parts of concentrated H:SO,) which gives a purple-red color with 
morphine. This color gradually but slowly changes to violet and then to a 
fairly permanent blue. 


NIcHo ts, J. R., Analyst 47, 509 (1922). Uses H.SO;-KIO; method of Georges, 
Analyst 31, 265 (1906). 


Nessler’s Reagent. 


SCHNEIDER, A., Pharm. Zentr. 50, 546; C. A. 3, 2421 (1909). Preparation of 
Nessler’s reagent. 

FRrERIcHSs, G. and MANNHEIM, E., Apoth. Ztg. 29, 972 (1914). A recent and 
highly approved method of preparing Nessler’s reagent. 

Friepricus, O. v., Arch. Pharm. 259, 158 (1921); C. A. 16, 786 (1922). Con- 
ditions for the suitable preparation of Nessler’s reagent for pharmacopeias. 
Of 10 methods of preparation considered, the method of F. is believed to 
be the best, viz.: Shake 2 g. KI and 3.5 g. finely powdered HglI2 with 3 cc. 
water, add 60 cc. 0.2 N KOH, then dilute to 100 cc. with water. After 
several days decant off the clear liquid, or pass it through asbestos. 

Kocu, F. C. and McMerxwy, T. L., J. Am. Chem. Soc. 46, 2066 (1924). A new 
direct Nesslerization chicrokjeldant method and a modification of the Nessler- 
Folin reagent for ammonia. 


RicumonpD, H. D., Analyst 50, 67 (1925); C. A. 19, 2610 (1925). Preparatior 
of Nessler’s solution. wes ; 
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RicumonpD, H. D., Analyst 50, 336 (1925); C. A. 19, 2921 (1925). Preparation 
of Nessler’s solution. 

WINKLER, L. W., Z. Nahr. Genussm. 49, 163 (1925); .C. A. 19, 2314 (1925). 
Nessler’s reagent without potassium iodide. 


Nickel. 


Wacner, R., J. prakt. Chem. 61, 129 (1854); Z. anal. Chem. 5, 425 (1866). 

WINELER, C., J. prakt. Chem. 97, 414 (1866); Z. anal. Chem. 5, 425 (1866). 

SPULLER, J., Chem.-Ztg. 21, 243 (1897); J. Soc. Chem. Ind. 16, 470 (1897). 
Estimation of nickel in nickel steels. Dissolves sample in HNOs, boils off 
fumes, precipitates Fe with ZnO, filters and matches the green colored filtrate 
against a standard Ni solution. 


Lucas, M., Bull. soc. chim. 21, 432 (1899); J. Chem. Soc. 76, ii, 614 (1899). 
J. Soc. Chem. Ind. 18, 709 (1899). Uses K or NH, thiocarbonate. 

FIeBER, R., Chem.-Ztg. 24, 393 (1900); J. Chem. Soc. 78, ii, 628 (1900); J. Soc. 
Chem. Ind. 19, 563 (1900). Colorimetric estimation of nickel in steel. Am- 
moniacal Ni-steel solutions used as.standards. Results approximate. 


CHALLINOR, R. W., J. Roy. Soc., New South Wales, 38, 406 (1905); J. Chem. 
Soc. 94, ii, 988 (1908). 

TscHuGAEFF, L., Chem.-Ztg. Rep. 29, 247 (1905); Analyst 30, 352 (1905). 
A new sensitive reagent for nickel. Uses a-dimethylglyoxime. Excess free 
acid first removed by addition of NH.OH or NaAc. 

TscHuGaEFfF, L., Ber. 38, 2520 (1905); Analyst 30, 378 (1905). Uses a-dimethyl- 
glyoxime. NH.OH or NadAc first added to test solution to remove excess of 
free acid. 

Armit, H. W. and Harpen, A., Proc. Roy. Soc. 77, B, 420 (1906); J. Chem. 
Soc. 90, ii, 397 (1906); J. Soc. Chem. Ind. 25, 498 (1906); cf. L. Tschugaeff, 
Ber. 38, 2520 (1905). Estimation of small quantities of nickel in organic 
substances. Use a-dimethylglyoxime method. Will detect 1 part Ni in 
2,000,000 parts of water [Tschugaeff, Compt. rend. 145, 679 (1907)]. 

MILBAUER, J., Z. anal. Chem. 46, 656 (1907); C. A. 2, 972 (1908). Colorimetric 
comparison of solutions of copper and nickel salts. Uses NH,OH. 

LEHMANN, K. B., Arch. Hyg. 68, 423 (1911); Z. anal. Chem. 60, 313 (1911). 
Determination of nickel in food and animal organs. Uses K2CS3. 

Atack, F. W., Chem.-Ztg. 37, 773 and Analyst 38, 316 (1913); Z. anal. Chem. 
53, 620 (1914). On the use of a-benzildioxime for testing and determin- 
ing small amounts of nickel. 

Hitrner, C., Z. anorg. Chem. 86, 341 (1914); J. Soc. Chem. Ind. 33; 614 
(1914); Z. anal. Chem. 54, 471 (1915). Matches HCl solutions of the 
chlorides. C. A. 8, 2540 (1914), gives a long abstract of the paper. 

Linot, V., Z. anal. Chem. 53, 165 (1914); J. Chem. Soc. 106, ii, 298 (1914); 

‘J. Soc. Chem. Ind. 33, 335 (1914). Adds K thiocarbonate to the ammoniacal 
solution of Ni. 

SNELL, F. D., Colorimetric Analysis, p. 73, D. Van Nostrand Co., New York, 
1921. Determination of nickel by potassium thiocarbonate. 


_. 
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SNELL, F. D., ibid., p. 74, 1921. Determination of nickel as the chloride in con- 
centrated HCl. 

Hackt, O., Chem.-Ztg. 46, 385 (1922); C. A. 16, 2280 (1922). Detection and 
determination of small quantities of nickel and cobalt in silicate rocks. Ni by 
dimethylglyoxime. Co by nitroso-8-naphthol or Vogel’s test with SCN -. 

JARVINEN, K. K., Z. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc. 124, ii, 655 
(1923). Colorimetric estimation of small quantities of metals in foodstuffs 
and the preliminary destruction of the organic matter. Details for the 
destruction of the organic matter are given and for the estimation of Sn and 
Pb in the presence of one another, Cu and Zn in the presence of one another, 
Al, Ni, As, and Sb. Use HS or Nas. 

Rottet, A.-P., Compt. rend. 183, 212 (1926); C. A. 20, 3274 (1926). Uses Br, 
NH.OH, and dimethylglyoxime solution in alcohol. Quantities of Ni varying 
from 0.001 to 0.01 mg. can be determined with an accuracy of about 5: per cent 
of the Ni content. Details are given for applying the method to Co salts, 
steel and organic material. 

Farruatt, L. T., J. Ind. Hyg. 8, 528 (1926); C. A. 21, 874 (1927). The colori- 
metric determination of minute amounts of nickel. Potassium dithio- 
oxalate as a sentitive reagent. In biologic studies concerning Ni ingestion, 
it was found possible to determine 1 mg. of Ni with an accuracy of 1 per cent 
by a colorimetric method based on the formation of magenta-colored Ni 
dithio-oxalate. The presence of alkali and alkaline earth cations does no 
harm and the color develops in neutral or in acid solutions. 


Niobium. (See Columbium.) 


Nitrate (and Nitric Acid). 


Kerstinc, R., Ann. Chem. Pharm. 125, 254 (1863); Chem. News 8, 186 (1863). 
Detection of nitric acid in potable water by means of brucine. 

SPRENGEL, H., Pogg. Ann. 121, 188 (1864). First to propose the use of phencl- 
sulfonic seid for the detection and determination of nitrates. 

KEKULE, Jahresber. 1866, p. 447. Uses phenolsulfonic acid. 

KEKkULE and Leverkus, Z. Chem. 1866, p. 693. Use phenolsulfonic acid. | 

Kexutf, Z. Chem. 10, 199, 641 (1867); Lehrbuch, III, 236; Jahresber. 1867, 
p. 637. Uses phenolsulfonic acid. : 

NESSLER, J., Z. anal. Chem. 7, 415 (1868). 

CuapMANn, E. T., J. Chem. Soc. 21, 172 (1868). 

KeKxuttf, A., Ber. 2, 330 (1869); Z. Chem. 1869, p. 602; Jahresber. 1869, p. 440. 
Uses phenolsulfonic acid. 

Kopp, E., Ber. 5, 284 (1872). Used diphenylamine dissolved in H.SO, for 
detecting and estimating nitrites and nitrates. Estimated the nitrate, then 
oxidized the nitrites to nitrate and estimated total nitrate. 

Nicnotson, E., Chem. News 25, 89 (1872); from the Madras monthly J. Med. 
Sci., May, 1871; cf. Kersting, Ann. Chem. Pharm. 1863. Uses brucine as 
S imiendad by Kersting. 

Biunt, T. P., Chem. News 25, 205 (1872); J. Chem. Soc. 25, 922 (1872); € Chem. 


| 


BIBLIOGRAPHY - 639 


News 26, 105 (1872). Estimation of nitric acid in potable waters. Note 

disclaiming to be originator of Nessler’s reagent for NOs. 

-TuorpeE, T. E., Proc. Chem. Soc. March 6, 1873; Chem. News 27, 129 (1873). 

Uses Cu-Zn couple of Gladstone and Tribe to decompose nitrates with the 
formation of NH;. Determines NH; with Nessler’s reagent if amount is 
small. 

Boras, T., Chem. News 28, 248, 283 (1873); J. Chem. Soc. 27, 387 (1874). 
Testing for nitric acid, and its colorimetric estimation. Uses FeSO, and con- 
centrated H.SO,. 

Donkin, W. F., Proc. Chem. Soc. Nov. 6, 1873; Chem. News 28, 254 (1873). 
On the estimation of nitrates in potable waters. Based on the reaction of 
nitrates in the presence of chlorides, when treated with phenol and H2SOx. 
Gives a reddish solution which changes to blue upon adding an excess of 
ammonia. Said to detect 1 part in 4,000,000 parts of water. Details must 
be closely observed. 

Bortcer, Jahresber. Tier-Chem., 1875, p. 918. Proposed using Kopp’s [Ber. 5, 
284 (1872)] reaction for the detection of nitrites and nitrates in potable waters. 

Kyicuts, J. W., Analyst 6, 56 (1881). Uses brucine in alcoholic solution and 
H.C.0, instead of H.SO,. 

JOHNSTONE, W.; Chem. News 44, 23 (1881). Says method of Knights is only a 
slight modification of Nicholson’s, Chem. News 25, 89 (1872) and Madras 
Monthly J. Med. Sci. May, 1871. 

Knicuts, J. W., Chem. News 44, 46 (1881). Uses the brucine reaction. Claims 
to be the first to make the reaction quantitative. 

JounstonE, W., Chem. News 44, 70 (1881). Says Knights was not the first to 
use the brucine reaction for nitrates and points out that the standard red 
solution must contain alcohol to prevent fading. Also must be kept from 
the light. 

Knicuts, J. W., Chem. News 44, 80 (1881). Still claims his brucine method 
is new and points out the necessity of adding « {ittle Ba(OH). solution to 
water containing much sulfate, to prevent free H,SO, and consequent partial 
decomposition of the red coloration. 

GRANDVAL, A. and Layoux, H., Compt. rend. 101, 62 (1885); J. Chem. Soc. 48, 
1093 (1885). Detection and estimation of small quantities of nitric acid in 
in the air, water, soils, etc. Use phenolsulfonic acid. 

Hacer, H., Chem. Zentr. 16, 586, 588 (1885); J. Soc. Chem. Ind. 4, 613 (1885). 
Diphenylamine and crystallized phenol as reagents for nitrates and nitrites. 

Smita, A. P., Analyst 10, 199 (1885); zbid., 12, 50 (1887). Uses phenolsulfonic 

- acid. 

SPIEGEL, L., Ber. 21, 3568 (1888); briefly described in Z. Hyg. 2, 189 (1887). 
Uses diphenylamine. 

Fox, F., Tech. Quart. 1, 54 (1887-8). Madea few modifications of the Grandval 
and Lajoux [Compt. rend 101, 62 (1885)] method. 

Lrnpo, D., Chem. News 58, 1, 15, 28 (1888). Phenol and some allied bodies as 
tests with concentrated sulfuric acid for nitrites, nitrates, and chlorates in 
aqueous solution. 
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Hooxer, S. C., Ber. 21, 3302 (1888); Analyst 14, 19 (1889); J. Franklin Inst. 
127, 61. Determines of nitrates in water. Uses carbazol in concen- 
trated H.SO, and mentions that probably diphenylamine, etc., in concen-— 
trated H,SO, might be used instead of carbazol. : 

Ret, S., Chem. News 60, 261 (1889); see also J. Anal. Chem. 4, 67 (1890); 
J. Chem. Soc. 58, 831 (1890). Colorimetric methods for determining nitrates - 
in potable waters. Compares the phenolsulfonic acid and carbazol methods. 
Results about alike. 

Miter, J. A., Bull. soc. chim. [3], 2, 670 (1889); J. Chem. Soc. 68, 415 (1890). 
Uses diphenylamine. 

Hooker, S. C., Am. Chem. J. 11, 249 (1889); Prelim. paper in Ber. 21, 3302 and 
J. Franklin Inst. 127, 61; J. Soc. Chem. Ind. 8, 138, 569 (1889). A rapid 
colorimetric method of determining nitrates in potable waters. Uses carbazol 
in concentrated H.SO.. Intense green coloration produced by NO; and other 
oxidizing agents. Sensitive to 0.0006 mg. HNO;. The usual amount of 
HNO, in water gives no appreciable error. Fe in amounts greater than 1 part 
per million must be removed. Chlorides must be removed. Easily destruct- 
ible organic matter gives low results but unless present in large excess, no 
serious error is caused. 

Miter, J. A., Chem. News 61, 100 (1890); Bull. soc. chim.; see also J. Anal. 
Chem. 4, 209 (1890). Colorimetric determination of nitric acid by means of a 
sulfuric acid solution of diphenylamine. 

RosENFELD, M., Z. anal. Chem. 29, 661 (1890); J. Chem. Soc. 60, 496 (1891). 
Estimation bf nitric and nitrous acids in potable waters. Uses pyrogallol. 

Jounson, A. E.,‘Chem. News 61, 15 (1890) ; see also J. Anal. Chem. 4, 208° 
(1890). Uses phenolsulfuric acid containing HCl. Prefers using a standard 
1/10 the strength of that used by Rideal, Chem. News 60, 261 (1889). 

Ormanpy, R. and CouEN, J. B., J. Chem. Soc. 57, 811 (1890). A new method 
for the estimation of nitrates and nitrites in water. Use Al-Hg couple and 
determine NH; by Nessler’s reagent. 

Hazen, A. and CLarKx, H. W., Report Mass. Board of Health, 1890, p. 712; 
J. Anal. App. Chem. 6, 5, 301 (1891); J. Am. Chem. Soc. 5, 301 (1891); 
Chem. News 64, 121, 162 (1891); J. Chem. Soc. 62, 243 (1892). Estimation 
of nitrates in water. Examine the phenolsulfonic acid method and find it 
untrustworthy. 

Bratr, J. A., see “The Organic Analysis of Potable Waters,’ 2d ed. 
Appendix D, p. 112, J. A. Churchill, London, 1891. Reduces to HNO, by 
H;AsO; andl H.SO, and determines the HNO» (distilled off) by means of 
metaphenylendiamine. 

Harrow, G., J. Chem. Soc. 59, 320 (1891); J. Soc. Chem. Ind. 10, 727 (1891); 
Chem. News 63, 223. A rapid method of estimating nitrates in potable waters. 
HNO; reduced to HNO, by hydrochloric acid and zinc dust in the presence 
of a-naphthylamine and H.SO;. Pink coloration results. 

Bartram, G. H., Chem. News 63, 228 (1891); J. Franklin Inst. 131, 385 (1891) 
J. Soc. Chem. Ind. 10, 951 (1891). On a source of error in the determination 
of nitrates in water by the phenolsulfonic acid method. 
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Mason, W. P., Chem. News 64, 197 (1891); J. Chem. Soc. 62, 243 (1892). 
Carbazol method for estimating nitrates in water analysis. 

Git, A. H., J. Am. Chem. Soc. 16, 122, 193 (1894); Tech. Quart. 7, 55 (1894); 
J. Soc. Chem. Ind. 13, 663 (1894). Uses phenolsulfonic acid. 

Lunce, G. and Lworr, A., Z. angew. Chem. 1894, p. 345; J. Chem. Soc. 66, ii, 
398 (1894); J. Soc. Chem. Ind. 14, 67 (1895). Estimation of very small 
quantities of the nitrogen acids. Use the brucine reaction for HNO3. 

Picuarp, P., Chem. News 73, 2 (1896); from Compt. rend. 121, 758 (1895); 
J. Soc. Chem. Ind. 15, 829 (1896). Rapid determination of nitric nitrogen in 
vegetable products. Uses brucine. Concentrated H».SO, added in case of 
nitrates to liberate HNOs. 

ALVAREZ, E. P., Compt. rend. 124, No. 6; Gazz. chim. ital. 128 (1897); Chem. 
News 79 (1899). Suggests resorcin and 6-naphthol as reagents for NOx, NOs, 
and ClOs. 

Moerk, F. X., Am. J. Pharm. 71, 157 (1899); Analyst 24, 222 (1899). A 
method for facilitating the color comparison in the determination of nitrates 
in water by the phenolsulfonic acid method. 

RusswurM, Pharm. Zentralhalle 40, 516 (1899); Chem. Zentr. 2, 593 (1899); 
J. Soc. Chem. Ind. 18, 1052 (1899). Uses cresol and concentrated H:SOu., 
finally making the test solution ammoniacal. 

WINKLER, L. N., Chem.-Ztg. 23, 454 (1899); Chem. News 81, 27 (1900). Esti- 
mation of ammonia, nitric acid, and nitrous acid in natural waters. Uses 
Nessler’s reagent for NH;, the brucine reaction for HNO:, and a volumetric 

' method (iodine liberated and titrated with Na.S.0;) for HNO». 

Crumino, R., Z. anal. Chem. 38, 429 (1899); J. Soc. Chem. Ind. 18, 946 (1899). 
Uses diphenylamine and H.SO, in 5 per cent HCl solution. 

Kostyamin, N. N., Chem.-Ztg. Rep. 24, 218 (1900); J. Soc. Chem. Ind. 19, 933 
(1900). Uses the brucine reaction. 

Marcitte, R., Ann. Agron. 27, 596 (1901); J. Chem. Soc. 82, ii, 173 (1902). 
Estimation of nitrates in chlorinated waters. Adds ammoniacal Ag»SO,, 
evaporates, cools, and then adds phenoldisulfonic acid and finally NH.OH. 

WINELER, L. W., Chem.-Ztg. 25, 586 (1901); J. Soc. Chem. Ind. 20, 937 (1901). 
Uses brucine. 

CAzENEUVE, P. and DEFouRNEL, H., Bull. soc. chim. 25, 639 (1901); Analyst 
26, 306 (1901); J. Soc. Chem. Ind. 20, 838 (1901). Uses brucine. 

-Nort, H., Z. angew. Chem. 14, 1317 (1901); J. Chem. Soc. 82, ii, 173 (1902). 
Uses 20 cc. H»SOux, sp. gr. 1.84, containing 0.05 g. brucine. 

Wingier, L. W., Z. angew. Chem. 15, 170; Analyst 27, 162 (1902). The 
behavior of nitric and nitrous acid with brucine and sulphuric acid. 

MontTAnarl, C., Staz. sper. agrar. ital. 34, 690 (1901); Gazz. chim. ital. 32, i, 87 
(1902); J. Chem. Soc. 82, ii, 287 (1902). Reaction of the phenolsulfonic 
reagent in the determination of nitrates by the Granval and Lajoux colori- 
metric method. 

GEELMUYDEN, H. C., Z. anal. Chem. 42, 276, 518 (1903). 

RicHarpson, F. W. and Hotties, P., J. Soc. Chem. Ind. 22, 616 (1903). Use 
phenoldisulfonic acid. 
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PAGNOUL, A., Bull. assocn. chim. sucr. dist. 21, 602 (1903); J. Soc. Chem. Ind. 
23, 135 (1904). 

Tatiock, R. R. and Tuomson, R. T., J. Soc. Chem. Ind. 23, 429 (1904). Use 
phenolsulfonic acid. 

Raikow, P., Oesterr. Chem. Ztg. 7, 557 (1904); Analyst 30, 174 (1905). The 
differentiation of nitric and nitrous acid by means of diphenylamine. 

AnpreEws, L. W., J. Am. Chem. Soc. 26, 388 (1904). Sprengel’s method for 
colorimetric determination of nitrates. Uses phenoldisulfonic acid. Shows 
that 0.993 g. paranitrophenol per liter (0.1 mg. N per cubic centimeter) can be 
be used as a standard. For use, a measured volume is made alkaline and 
diluted to match the color obtained in the usual way. 

AtvarezZ, E. P., Bull. soc. chim. 38, 717 (1905); Analyst 30, 285 (1905). Obser- 
vations on the use of diphenylamine as a reagent for nitrites, nitrates, and 
chlorates. 

ALVAREZ, E. P., Chem. News 91, 155 (1905). Observations on diphenylamine 
as reagent for nitrites, nitrates, chlorates, and its use when mixed with resorcin 
and s-naphthol. Use diphenylamine and resorcin for NO2 and NO; and 
diphenylamine and s-napthol for ClOs. 

Frericus, G., Arch. Pharm. 243, 80 (1905); Chem.-Ztg. Rep. 29, 84 (1905); 
Analyst 30, 174 (1905); J. Soc. Chem. Ind. 24, 348 (1905). 

Bay, I., Compt. rend. 140, 796 (1905); Chem. News 91, 190 (1905). Action of 
diphenylamine on nitric acid. 

Hinricus, C. G., Bull. soc. chim. 33, 1002 (1905); Analyst 30, 381 (1905). The 
differentiation of nitrates from other oxidizing agents by the diphenylamine 
reaction. 

STEWART, R. and GREAVES, J. E., Utah Expt. Sta. Bull. 106 (1906). 

Syme, W. A., J. Ind. Eng. Chem. 1, 188 (1909); C. A. 8, 1134 (1909); J. Soc. 
Chem. Ind. 28, 375 (1909). The colorimetric determination of nitrates in 
soil solutions containing organic matter. Phenoldisulfonic and NH,OH 
method is inaccurate if chlorides, nitrites, or organic matter are present. 

Perrier, G. and Farcy, L., Bull..soc. chim. [iv], 5, 178 (1909); Analyst 34, 
174 (1909). The influence of chlorides on the estimation of nitrates. Use 
method of Grandval and Lajoux. 

Farcy, L., Bull. soc. chim. [iv], 5, 563 (1909); Analyst 34, 335 (1909). The 
influence of bromides and iodides on the estimation of nitrates in water. 
Uses method of Grandval and Lajoux. 

Marcitte, R., Ann. chim. anal. 14, 303 (1909); J. Soc. Chem. Ind. 28, 957 
(1909). Removes chlorides by adding AgsSO,. Then uses the Grandval and 
Lajoux method. 

Farcy, L., Bull. soc. chim. 5, 775 (1909); J. Soc. Chem. Ind. 28,°849 (1909). 
Compares several methods. F’s modified Granval and Lajoux method pre- 
ferred in presence of chlorides and NH, salts. 

McRae, H. C., Am. J. Pub. Hyg. 19 [n. s. 5], 307 (1909); C. A. 6, 2292 2 (1911). 
A method aS the determination of nitrates in sewage and waters of high 
chlorine content. Uses narcotine in H.SO, solution, Hundredths of a part 
per million can be very accurately determined. . 
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Cuamot, E. M. and Pratt, D. S., J. Am. Chem. Soc. 81, 922 (1909). A study 
of the phenolsulfonic acid method for the determination of nitrates in water. 
I. The composition of the reagent and the reaction product. An important 
paper. Evidence is presented to show that the yellow color produced in the 
cold is due to the nitration of phenol-2 : 4-disulfonic acid, the compound 
formed being the alkali derivative of a nitrophenolsulfonic acid. Paper 
contains a bibliography of 48 references (discussed in the text) arranged 
(approximately) chronologically. Many of the references are on the sulfonic 
acids of phenol. 

Farcy, L., Bull. soc. chim. 5, 1090 (1909). Influence of nitrites on determina- 
tion of nitrates by the Grandval-Lajoux process. ‘‘A trace of nitrates added 
to a mixture of nitrites and chlorides gives a more intense color than the 
amount of nitrates added should give by the Grandval-Lajoux method. 
This is explained by the liberation of Cl, which oxidizes some of the nitrites in 
nitrates. It is, therefore, necessary in detg. nitrates by the Grandval-Lejoux 
method in the presence of nitrite first to determine the nitrites and then remove 
them either by oxidizing with KMnO, or destroying by means of urea.” 
G. B. Frankforter, C. A. 4, 802 (1910). 

LomparD, M. and Larorg, J., Bull. soc. chim. [iv], 5, 321 (1909). Remarks on 
the determination of nitrates by the method of Grandval and Lajoux. 

Farcy, L., Bull. soc. chim. [iv], 5, 1088 (1909); Analyst 35, 81 (1910); J. Soc. 
Chem. Ind. 29, 107 (1910). Estimation of nitrates by the method of Grandval 
and Lajoux in waters containing chlorides or nitrites. 

Bartow, E. and Rocers, J. S., Am. J. Pub. Hyg. [n. s.], 5, 536 (1909); also 
Univ. Ill. Bull. 7, No. 2 (Water Survey Series, 7), 14 (1909). Determination 
of nitrates by reduction with aluminum. 

Caron, H. and Raguet, D., Bull. soc. chim. 7, 1021 (1910); C. A. 5, 1379 
(1911). Shows the influence exerted by chlorides when the phenolsulfonic 
acid method is used and the precautions to be taken. A correction for chlor- 
ides may be applied. If less than 100 parts Cl per million, the interference is 
not serious. 

Poucet, I., Bull. soc. chim. [iv] 7, 449 (1910); C. A. 4, 2424 (1910); Z. anal. 
Chem. 50, 124 (1911). Uses phenolsulfonic acid. 

Caron, H. and Raguet, D., Bull. soc. chim. 7, 1026 (1910); C. A. 5, 1380 
(1911); J. Soc. Chem. Ind. 30, 45 (1911). Determinations of nitrates in 
waters by a sulfosalicylic acid reaction. Sulfosalicylic acid may be substi- 
tuted for the phenolsulfonic acid, if certain precautions are taken. 

CorRandI, R., Bull. chim. farm. 49, 93; Chem. Zentr. 1910, II, 39; C._A. 5, 
551 (1911). Determination of nitrates in potable waters. Reduces HN O; to 

- HNO, and determines the latter by the Gries method. 

TrtrMans, J., Z. Nahr. Genussm. 20, 676 (1910); J. Soc. Chem. Ind. 30, 44 
(1911). Detection and estimation of nitric acid in milk by diphenylamine- 
sulfuric acid. 

Stewart, R. and Greaves, J. E., J. Am. Chem. Soc. 32, 756 (1910); see also 
Utah Expt. Sta. Bull. 106, 80 (1906). The influence of different quantities 
of chlorides on the phenyldisulphonic acid method for nitrates. Results 
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show that chlorine, even when present in amounts as low as 2.6 parts per 
million, affects the results for nitric nitrogen by this method. 


Cuamot, E. M. and Pratt, D. S., J. Am. Chem. Soc. 32, 630 (1910). A study 
of the phenolsulfonic acid method for the determination of nitrates in water. 
II. The composition of the yellow compound. Find that the coloration is 
due to the formation of tripotassium 6-nitrophenol-2 : 4-disulfonate. 


Cuamot, E. M., Pratt, D. S. and Reprienp, H. W., J. Am. Chem. Soc. 33, 
366 (1911); J. Soc. Chem. Ind. 30, 442 (1911). A study of the phenoldisul- 
fonic acid method for the determination of nitrates in water. III. The chief 
sources of error in the method. 


Cuamot, E. M., Pratt, D. S. and REDFIELD, H.’W., J. Am. Chem. Soc. 33, 381 
(1911). A study of the phenoldisulfonic acid method for the determination 
of nitrates in water. IV. A modified phenoldisulfonic acid method. 


Romijn, G., Z. anal. Chem. 50, 566 (1911); Analyst 36, 467 (1911); J. Soc. 
Chem. Ind. 30, 1009 (1911). 


Caron, H., Ann. chim. anal. 16, 211 (1911); J. Chem. Soc. 100, ii, 767 (1911); 
J. Soc. Chem. Ind. 80, 837 (1911); Z. anal. Chem. 52, 379 (1913). Uses 
diphenylamine. 


DeEnicEs, G., Bull. soc. chim. [iv], 9, 544 (1911); J. Chem. Soc. 100, ii, 655 (1911); 
J. Soc. Chem. Ind. 30, 827 (1911). Detection of nitrates and nitrites in water 
by means of reduced strychnine. Uses a reagent prepared by adding 5 grams 
of Zn amalgam to a mixture of 5 cc. HCl (sp. gr. 1.18) with 5 ce. of a 1 per cent 
solution of strychnine sulfate. Boil, cool, and decant. 10 cc. water con- 
taining 0.0001 g. HNO: per liter gives a red coloration with 0.5 cc. of the 
reagent. Nitrates give a color only in the presence of H.SO,. 

TILLMANS, J., and SPLITTGERBER, A., Z. Nahr. Genussm. 22, 401 (1911). Esti- 
mation of nitric acid in milk by means of diphenylamine-sulfuric acid. 

Jounson, A. E., Chem. News 104, 235 (1911); J. Soc. Chem. Ind. 30, 1404 
(1911). Uses phenolsulfonic acid. 

Wirtuers, W. A. and Ray, B. J., J. Am. Chem. Soc. 33, 708 (1911); J. Chem. 
Soc. 100, ii, 656 (1911); J. Soc. Chem. Ind. 80, 708 (1911). Modification of 
the diphenylamine test for nitrous and nitric acids. One part of nitrous 
nitrogen can be detected in 25 million, or one part of nitric nitrogen in 35 
million by heating 15 to 20 minutes. Heating one hour increases the sensi- 
tiveness to-1 part in 32 million and 1 part in 44 million, respectively. 

VERMEHREN, A., Centr. Zuckerind. 19, 72; C. A. 5, 55 (1911). The determina- 
tion and estimation of small quantities of nitric and nitrous acid in water. 

Titimans, J. and Sutruorr, W., Z. anal. Chem. 50, 473 (1911); C. A. 5, 3211 
(1911); J. Soc. Chem. Ind. 30, 918 (1911). A simple method for the deter- 
mination and estimation of nitric and nitrous acids in water. By adding 
NaCl as reagent to the reacting mixture (diphenylamine reaction) the degree 
of accuracy uniformly obtainable may be increased to 0.1 mg. HNO; per liter. 
Nitrites if present react similarly to nitrates and a combined determination 


may be made. Give a long list of references on the diphenylamine-reaction 
with nitrates. | 
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DENIcEs, G., Compt. rend. 152, June 19 ras Chem. News 104, 119 (1911). 
Uses strvchiine reagent. 

Caron, H., Répert. pharm. [3] 28, 385; Ann. chim. anal. 17, 9; cf. C. A. 5, 1379 
(1911); C. A. 6, 2246 (1912). Determination of nitrates in urine. Uses 
diphenylamine. Results only approximate, but method is easy, rapid and 
requires only a few cubic centimeters of urine. 

SILVESTER, H., J. Soc. Chem. Ind. 31, 95 (1912); J. Chem. Soc. 102, ii, 386 
(1912). The phenolsulfonic acid method of estimating nitrates in sewage 
effluents. Points out possibility of error due to thiocyanates which may be 
present. 

Grtnuout, L., Z. anal. Chem. 51, 519 (1912). Test and determination of 
nitrates in milk. A review. 

TILLMANS, J. and SpLitTcERBER, A., Z. Nahr. Genussm. 23, 49 (1912); Analyst 
87, 140 (1912). Estimation of potassium nitrate in meats. When not over 
1.5 per cent KNOs;, use Noll’s brucine-sulfuric acid method or the diphenyl- 
amine-sulfuric method. 

Lipman, C. B. and Suarp, L. T., Biedermann’s Zentr. 42, 721 (1913); Univ. 
Calif. Pub. Agr. Sci. 1, 21 (1912); J. Chem. Soc. 106, ii, 145 (1914). Phenol- 
disulfonic acid method for estimating nitrates in soils. 

SILBER, J., Z. Nahr. Genussm. 26, 282 (1913); J. Chem. Soc. 104, ii, 978 (1913). 
Uses the phenolsulfonic acid method of Grandval and Lajoux. 

STEWART, R. and GREAVES, J. E., Chem. News 108, 97 (1913) and J. Am. Chem. 
Soc. 35, 579 (1913). The influence of chlorine on the determination of 
nitrates by the phenoldisulfonic acid method. 

S1zBER, J., Z. Nahr. Genussm. 26, 282 (1913). Colorimeter for the determina- 
tion of nitrates in water. 

Ketiey, W. P., Chem. News 108, 178 (1913) and J. Am. Chem. Soc. 35, 775 
(1913). The effect of sulfates on the determination of nitrates. 

Exspon, G. D. and Sutcrirre, J. A. L., Analyst 38, 450 (1913). Nitrates and 
nitrites in milk. Uses the brucine-sulphuric acid method for nitrates and 
the Griess-Ilosvay method for nitrites. 

AUTENRIETH, W. and Funk, A. Z. anal. Chem. 52, 137 (1913); C. A. 7, 3627 
(1913). Colorimetric methods for water analysis by use of the Autenrieth- 
Koenigsberger colorimeter. Details are given for the estimation of NHs, 
HNO:, HNO;, Fe, Pb, and HS. 

Letts, E. A. and REA, F. W., J. Chem. Soc. 105, 1157 (1914); Proc. Chem. Soc. 
80, 72; C. A. 8, 2323 (1914); J. Soc. Chem. Ind. 33, 570 (1914). An extremely 
delicate colorimetric method for detecting and estimating nitrates and 
nitrites. Diphenylbenzidine used for nitrates. Nitrites oxidized by 
KMn(Q, and similarly determined. 

Denicés, G., Ann. chim. anal. 19, 221 (1914); from Bull. soc. pharm. Bordeaux, 
1914. Preparation of reduced strychnine reagent for the colorimetric esti- 
mation of nitrates in water. 

WiInkLeRr, L. W., Z. Nahr. Genussm. 29, 10 (1915); J. Chem. Soc. 110, ii, 490 
(1916). Detection and estimation of nitrates in waters. Uses starch solu- 
tion, KI, and H;PO,. 
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ALLEN, E. R., Chem. News 112, 269 (1915); from J. Ind. Eng. Chem. 7, 524 
(1915). Uses diphenylamine-sulfuric acid as modified by Withers and Ray, 
J. Am. Chem. Soc. 33, 708 (1911), except that tests were made at room tem- 
perature instead of at 40°. One part of nitric nitrogen in 25,000,000 parts 
of solution could be detected. 


Porter, R. S. and Snyper, R. S., J. Ind. Eng. Chem. 7, 863 (1915). The 
determination of nitrates in soil. Use the phenoldisulfonic acid method as 
modified by Chamot and collaborators. 


Romyyn, G., Chem. Weekblad 12, 23 (1915); Chem. Zentr. 764 (1915). 


Arny, H. V. and Rin, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 
1146 (1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arny 
and Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug. 
1915. Color standards and colorimetric assays. Use colored solutions of 
CoCl,-6H,O, FeCls-6H,0, CuSO,-5H.,O to prepare standard color solutions. 
Phenolsulfonic acid method used for NOs. 

Porter, R. S. and Snyper, R. S., J. Am. Soc. Agron. 8, 54 (1916). The deter- 
mination of nitrates in soil. 


Acét, D., Z. Nahr. Genussm. 81, 332 (1916); C. A. 11, 1493 (1917). Detection 
and quantitative determination of nitrates and nitrites in meats and sausages. 
The reaction between HNO, and a solution of a-naphthylaminesulfanilic acid 
containing AcOH gives a red color which may be compared with standard 
solutions of fuchsin. Gives procedures both in presence and absence of 
nitrate. 


Kotruorr, I. M., Utrecht. Pharm. Weekblad 54, 633; C. A. 11, 2701 (1917). 
Chemical study of potable waters. III. Ammonia, nitrite and nitrate. 

SmitH, L., Z. anal. Chem. 56, 28 (1917); J. Chem. Soc. 112i 2u7ameeAre dd, 
2759 (1917). For detemainine HNO;, diphenylbenzidine is about twice as 
sensitive as diphenylamine. 

Davis, C. W., J. Ind. Eng. Chem. 9, 290 (1917); J. Chem. Soc. 112, ii, 329 
(1917). The phenoldisulfonic acid method for estimating nitrates in soils. 
Tirtmans, J., Z. anal. Chem. 56, 509 (1917); J. Soc. Chem. Ind. 87, 163A; 

C. A. 12, 1865 (1918). See also Z. Nahr. Genussm. 22, 401 (1911) and 20, 
676 (1910). Use of diphenylamine-sulfuric acid for colorimetric determina- 
tions, e. g., of nitrates of milk. A reply to L. Smith (Z. anal. Chem. 56, 28). 
Says method is trustworthy if test solution and standard are treated in 

exactly the same way. 

Puetrs, E. B., and Suous, H. L., J. Ind. Eng. Chem. 9, 767 (1917); J. Chem. 
Soc. 112, ii, 504 (1917). Estimation of nitrates in sewage by means of 0-toli- 
dine. 

GERICKE, W. F., J. Ind. Eng. Chem. 9, 585 (1917); J. Chem. Soc. 112, ii, 421 
(1917); J. Soc. Chem. Ind. 36, 904 (1917). Estimation of nitrate in the — 
presence of chlorides. Uses phenoldisulfonic acid reagent. 

Ricuarpson, F, W., J. Soc. Chem. Ind. 33, 13 (1917); C. A. 11, 1383 (1917). 
Estimation of fice sulphuric, nitric, and picric acids in the presence of each 
other. Uses phenoldisulfonic acid for HNO. 
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NicHo1s, M. S., J. Ind. Eng. Chem. 9, 586 (1917); J. Soc. Chem. Ind. 36, 904 
(1917). A note on the phenolsulfonic acid method for nitrates in waters high 
in magnesium salt 

OELSNER, ALICE, Z. angew. Chem. 31, 170, 178 (1918); J. Chem. Soc. 114, 
li, 405 (1918). A survey of methods for the estimation of nitrites and 
nitrates in the same solution. 

Noyes, H. A., J. Ind. Eng. Chem. 11, 213 (1919); J. Soc. Chem. Ind. 38, 265A 
(1919). Estimation of nitrates in soil by the phenol-disulfonic acid method. 

FREDERICK, R. C., Analyst 44, 281 (1919); J. Chem. Soc. 116, ii, 371 (1919); 
Chem. News. 118, 298 (1919); C. A. 13, 3259 (1919); J. Soc. Chem. Ind. 38, 
694A (1919). Uses phenoldisulfonic acid. 

Haun, F., Z. Nahr. Genussm. 39, 355 (1920); Analyst 45, 382 (1920). Prepara- 
tion of diphenylamine-sulphuric acid reagent. Heats the H2SO, to reduce 
any trace of Fet+++ to Fet++. Ferrous salts do not interfere with the HNO; 
test, but ferric salts cause a blue coloration in the diphenylamine reagent. 

Kotrtnorr, I. M., Pharm. Weekblad 57, 1253 (1920); C. A. 15, 352 (1921); 
J. Soc. Chem. Ind. 39, 761A (1920). Colorimetric determination of ammonia, 
nitrite, and nitrate. Studies were made of the influence of time, tempera- 
ture, amount of reagent and presence of impurities on the accuracy of colori- 
metric determinations. 

SNELL, F. D., Colorimetric Analysis, p. 108, D. Van Nostrand Co., New York, 
1921. Determination of nitric acid by brucine. 


‘SNELL, F. D., ibid., p. 110; 1921. Determination of nitric acid by diphenyl- 


benzidene. 

SNELL, F. D., ibid., p. 111, 1921. Determination of nitric acid by phenolsul- 
fonic acid. 

SNELL, F. D., ibid., p. 113, 1921. Determination of nitric acid by pyrogallol. 

LampE, B., Wochschr. Brau. 39, 303 (1922); C. A. 17, 3066 (1923); J. Soc. 
Chem. Ind. 42, 198A (1923). Uses a simple modification of the Grandval and 
Lajoux method. 

GimincHam, C. T. and Carter, R. H., J. Agr. Sci. 18, 60 (1923); J. Chem. 
Soc. 124, ii, 577 (1923). Estimation of nitrates in soils by the phenoldisul- 
fonic acid method. 

Nrxon, I. G., Chem. News 126, 261 (1923); Chem. Zentr. 94, IV, 226 (1923). 
A new test for nitrate and nitrite. Uses ‘‘G Salt” (2 : 6 : 8 naphthol disul- 
fonic acid). A distinct red color is given by 0.02 mg. N as HNOs, while with 
much smaller quantities a faint .yellow color is obtained. Application of 
moderate heat often deepens the color. To make the test: 1 cc. of sample 
is mixed with 1 cc. concentrated H,SO, and then 5 cc. of 1 per cent solution 
“G Salt” added slowly. If nitrate or nitrite is present an intense wine red 
color develops. 

Scaes, F. M. and Harrison, A. P., Ind. Eng. Chem. 16, 571 (1924); C. A. 18, 
1960 (1924); Analyst 49, 405 (1924). Based upon Denigés, Bull. soc. chim. 
[4], 9, 544 (1911). Mix equal volumes of 0.5 per cent strychnine sulfate in 
concentrated HCl and 0.1 per cent HgCl, in pure water. 

Harper, H. J., Ind. Eng. Chem. 16, 180 (1924); J. Soc. Chem. Ind. 43, B268 


x 


; 


D 
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(1924). The accurate determination of nitrates in soils. Uses: phenoldisul- 
fonic acid. 

Sumux, A., Nauk. Agron. Zhur. 1, 562 (1924); Expt. Sta. Record 54, 111; 
C. A. 20, 3470 (1926). Determination of nitrates in fresh plant materials. 
Uses sulfophenol. 

Kortuorr, I. M., Chem. Weekblad 21, 423 (1924); J. Chem. Soc. 126, ii, 779 
(1924). The hydrostrychnine reagent for nitrites and nitrates. ‘‘Denigés’ 
method for prepg. the reagent (C. A. 5, 3712) is modified by replacing amal- 
gamated Zn with pure Zn. A piece of amalgamated Zn increases the stability 
of the reagent which is to be used within a short time. Blank tests are 
necessary. Scales’ and Harrison’s modification (C. A. 18, 1960) using Mg 
instead of Zn yields inconsistent results. The reaction is carried out as 
recommended by Denigés, the max. coloration occurring after 5-10 min. 
standing. The reagent gives a red or pink coloration with nitrites, chromates, 
halogenates and ferricyanides in the presence and absence of concd. H:SO,, 
with nitrates and Fe+++ only in the presence of the latter.”” Mary Jacobsen, 
C. A. 19, 222 (1925). 

EKKERT, L., Pharm. Zentr. 66, 649 (1925); J. Chem. Soc. 128, ii, 1093 (1925). 
The diphenylamine reaction for nitrates. Points out the reaction is not 
specific for HNO:, but arises from the presence of many other oxidizing 
agents. Tabulates the common oxidizing agents that produce a coloration. 

HipparD, P. L., Ind. Eng. Chem. 17, 58 (1925). Modification of Scales’ 
method for determination of nitrates. Scales’ method is satisfactory only if 
any Na2CO; or NaOH present in the MgO is neutralized. 

VAcI, S., Z. anal. Chem. 66, 14 (1925). New reactions of nitrate and nitrite. 
“A soln. of 1-2 g. benzidine in 100 cc. of 50% AcOH dild. with 300 cc. of 
water reacts neither with nitrates nor chlorates but gives an intense yellow 
color with nitrite; 0.05 mg. of N.Os; per liter suffices to give the test but 
100-200 cc. of the aq. soln. of nitrite and 10 cc. of the reagent must be used 
then. Nitrites, chlorates, FeCl; and other oxidizers react with Na 1, 8-di- 
hydroxy-3, 6-naphthalenedisulfonate, 1, 5-naphtholsulfonic acid and Na 1, 
8-aminonaphtholdisulfonate, which give colorations with nitrate. For the 
HINO; test, 5 cc. of a nitrate soln., 5 cc. of concd. H,SO, and a drop of the 
aq. soln. of these last 3 org. substances were used. The presence of 0.15 g. 
KNO; per |. could be detected. The first and last of the 3 compds. give a red — 
or orange color and the other gives a wine red.” W. T. H., C. A. 19, 2000 — 
(1925). 

VAcI, S., Z. anal. Chem. 66, 101 (1925); cf. C. A. 19, 2000 (1925). New reac- 
tions for nitrate and nitrite. II. ‘Pyrogallol or pyrocatechol can be used 
for the colorimetric detn. of 0.5-1 mg. of nitrite. Five cc. of a 1% soln. 
in 50% AcOH should be used for 40 cc. of aq. soln.; reddish brown colorations 
are obtained which become yellowish on standing when pyrogallol is used. 
Nitrates give no color. Hydroquinol in 50% AcOH gives an intense yellow 
coloration with nitrite but will not detect less than 1 mg. of N.O; perl. One 
g. of orcinol dissolved in 300 cc. of 50% AcOH is a good reagent for detecting 
1-5 mg. of N,O; per |.: an intense yellow coloration is produced. One g. of 
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resorcinol dissolved in 400 cc. of 25% AcOH gives a yellow color with nitrite 
and is suitable for the colorimetric detn. of 1-5 mg: of N2O; perl. L. Ilosvay 
recommended a soln. of sulfanilic acid and a-naphthylamine as reagent for 
nitrite. Successful attempts were made to replace the latter constituent 
of the reagent. One g. of a-naphthol and 0.5 g. of sulfanilic acid dissolved in 
100 cc. of AcOH and diluted with 300 cc. of water is a sensitive reagent for 
N.0O;3; a yellow-orange color is obtained, and the test is good for 0.0-1 mg. 
perl. $-Naphthol proved less satisfactory but nitrite can be used to dis- 
tinguish between a- and £-naphthol as the tint is different in the test. A sensi- 
tive reagent for nitrite is obtained by dissolving 1 g. of pyrocatechol and 0.5 g. 
of sulfanilic acid in 100 cc. of AcOH and dilg. with 300 cc. of water. A pink 
color is obtained with 5 cc. of water contg. 0.1-1 mg. N.O; perl. Nitrite 
and nitrate both give green colorations with 1% pyrocatechol or pyrogallol in 
concd. H,SO,. A soln. of 1 g. benzidine and 1 g. of Na aminonaphtholdisul- 
fonate (1, 8, 3,6) in 100 cc. of 80% AcOH and diluted with 300 cc. of water 
is a good reagent for 0.1-5 mg. N.O3. Five cc. to 40 cc. of nitrite soln. should 
be used; a red coloration is obtained.”” W. T. H., C. A. 19, 2463 (1925). 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 1416, D. Van 
Nostrand Co., New York, 1925. Determination of nitrates in water. Re- 
duces with Al foil and Nesslerizes. 

Standard Methods for the Examination of Water and Sewage, 6 ed., pp. 19-22, 
American Public Health Association, New York, 1925. Uses the phenoldisul- 
fonic acid and the reduction (with Al foil) methods. 

Haase, L. W., Chem.-Ztg. 50, 372 (1926); C. A. 20, 2472 (1926). Uses 5 per 
cent solution of brucine in pure CHCl;. Colors produced are intense; they 
do not change on standing 24 hours and good results are obtained with solu- 
tions containing 0.5 to 20 mg. of N2Os per liter. Stronger solutions must be 
diluted. 


Nitrite (and Nitrous Acid). 

Horrianp, P., Chem. News 17, 123 (1868). Adds KI, then dilute H2SO, and 
matches the resulting iodine solution. 

Grtess, P., Ann. Chem. u. Pharm. 154, 333; Z. anal. Chem. 10, 92 (1871). Used 
(1 : 3.5) diamidobenzoic acid. 

Kopp, E., Ber. 5, 284 (1872). Uses diphenylamine dissolved in H2SO, for 
detecting and estimating nitrites and nitrous acid in commercial sulfuric acid. 

Fiscuer, F., Dingler’s polytech. J. 212, 404 (1874); J. Chem. Soc. 28, 185 
(1875). Estimation of nitrous acid in potable waters. Reviews several. 
methods (mostly colorimetric). 

NicHoison, E., Chem. News 32, 163 (1875); J. Chem. Soc. 29, 744 (1876). 
On the estimation of nitrites in water. Prefers the reaction with KI to that 
with permanganate. Also mentions P. Holland’s colorimetric process 
[Chem. News 17, 123 (1868)]. 

Nicuotson, E., Am. Chemist 6, 297 (1875); from Chem. News 32, 163 (1875). 
The estimation of nitrites in water. Reviews several methods. 

BortceER, Jahresber. Tier-Chem., 1875, p. 918. Proposed using Kopp’s [Ber. 
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5, 284 (1872)] reaction for the detection of nitrites and nitrates in potable 
waters. 

Gress, P., Ber. 11, 624 (1878); J. Chem. Soc. 34, 605 (1878); Z. anal. Chem. 
17, 369 (1878); ibid., 18, 127 (1879). Finds that metaphenylenediamine 
(m.p. 63°) may with advantage be substituted for diamidobenzoic acid. 
The development of the yellow color with nitrous acid is due to the formation 
of triamidoazobenzene: 2Cs6HsN2 + HNO, — CiwHisNs + 220. 

PREUSSE, C. and TreMANN, F., Ber. 11, 627 (1878); J. Chem. Soc. 34, 606 (1878). 
Colorimetric with metaphenylenediamine as proposed by Griess. : 

Lreeps, A. R., J. Am. Chem. Soc. 1, 136 (1879); Z. anal. Chem. 18, 535 (1879); 
Chem. News 40, 38, 61 (1879); J. Chem. Soc. 36, 964 (1879). Detection and 
estimation of nitrous acid in potable waters. Discusses colorimetric methods 
with (1) metadiamidobenzene (Griess) and (2) KI (Trommsdorf). 

Grtess, P., Ber. 12, 426 (1879). 

WarINcTON, R., J. Chem. Soc. 39, 231 (1881). Uses naphthylamine. . 

Wittrams, M. W., Analyst 6, 36 (1881). Uses metaphenylenediamine. 

Smiru, A. P., Analyst 7, 65 (1882). On metaphenylenediamine as a reagent 
for the determination of nitrites in water. 

Davy, E. W., Chem. News 46, 1 (1882); J. Chem. Soc. 42, 1317 (1882). New 
and expeditious method for the determination of nitrites under various cir- 
cumstances. Uses gallic acid and little HCl or H,SO,y. Exact limit not 
determined. Delicate to at least 1 part of nitrous acid in 20,000,000 parts 
of water. Method based on the oxidation of gallic acid by HNOs. 

Davy, E. W., Pharm. J. Trans. [3], 13, 466; J. Chem. Soc. 44, 515 (1883). 
Method based on the reaction: 


C7H.Os + 2HNO: > CeH.O; + COz + 2NO + 2H,20. 


Gallic acid Tanno-melanic acid 


Hacer, H., Chem. Zentr. 16, 586, 588; J. Soc. Chem. Ind. 4, 613 (1885). Di- 
phenylamine and crystallized phenol as reagents for nitrates and nitrites. 

Warincton, R., Chem. News 51, 39 (1885). On the various methods of 
detecting nitrous acid. Shows Griess’ naphthylamine test the most delicate 
of all. 

Situ, A. P., Analyst 12, 50 (1887). Uses naphthylamine. 

Suiru, A. P., Analyst 12, 152 (1887). Proves the accuracy of the naphthyla- 
mine test. 

ZAMBELLI, L., Chem. Zentr., 1887, p. 45; J. Chem. Soc. 52, 533 (1887). Color- 
imetric determination of nitrites in water. Uses sulfanilic acid and a-naph-— 
thol; also replaces a-naphthol with phenol. — | 

Linpo, D., Chem. News 58, 1, 15, 28 (1888). Phenol and some allied bodies as 
tests ack concentrated silpliirie acid) for nitrites, nl and chlorates in 
aqueous solution. 

Luncg, G., Z. angew. Chem. No. 23 (1889); Analyst 15, 47 (1890). Uses 
hiphaniife acid and naphthylamine. 

Inosvay, L., Bull. soc. chem. [3], 2, 388 (1889). aaeiae azoteux dana la ale 
et dans Pate exhale. 
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Worster, C., Ber. 22, 1909 (1889); J. Anal. Chem. 3, 424 (1889). An addi- 
tion of NH.Ac to the water to be tested for nitrites according to Griess’ 
methods (Ber. 11, 624; 12, 427) causes a much more rapid development of 
the color. 

TureEsH, J. C., Chem. News 62, 203; from the Pharmaceutical Era, Sept. 20, 
1890; J. Anal. Chem. 4, 455 (1890). The estimation of nitrites in potable 
waters. Uses KI and starch solution. 

ROSENFELD, M., Z. anal. Chem. 29, 661 (1890); J. Chem. Soc. 60, 496 (1891). 
Estimation of nitric and nitrous acids in potable waters. Uses pyrogallol. 

OrMANDY, R. and CoHEN, J. B., J. Chem. Soc. 57, 811 (1890). Anew method for 
the estimation of nitrates and nitrites in water. Use Al-Hg couple and 
determine NH; by Nessler’s reagent. 

Van DEVENTER, C. M. and Jircens, B. H., Ber. 26, 932 (1893); cf. Ber. 26, 
589; J. Chem. Soc. 64, ii, 298 (1893). Investigation of potable water by 
Schaffer’s nitrite reaction. 

ILosvay, L., Z. anal. Chem. 33, 223 (1894); cf. Z. anal. Chem. 56, 101 (1925). 

A solution of sulfanilic acid and a-naphthylamine in acetic acid. 

LuncgE, G. and Lworr, A., Z. angew. Chem. 12, 345 (1894); J. Soc. Chem. Ind. 
14, 67 (1895); J. Chem. Soc. 66, ii, 398 (1894). Use the brucine reaction for 
HNO; and a-naphthylamine and sulfanilic acid. 

Wiey, “Agricultural Analysis,” 1894, p. 567. Uses the coloration produced 
with a solution of ferrous salt. Picini’s method. 

' DENIGEs, G., J. Pharm. [6] 2, 289 (1895); J. Chem. Soc. 70, 336 (1896). De- 
scribes three reagents for nitrites: (1) two solutions, a, phenol, H,SO, and 
water; 6, HgAcs, H.SO, and water; (2) aniline and glacial HAc in water; 
(3) resorcinol and H:SO,. 

Girt, A. H. and Ricuarpson, H. A., J. Am. Chem. Soc. 18, 21 (1896); J. Chem. 
Soc. 70, 340 (1896); J. Soc. Chem. Ind. 15, 220 (1896). Estimation of 
nitrites in potable waters. Recommend removing peaty matter with an 
emulsion of alumina when testing peaty waters by Trommsdorff’s iodo-zinc 
starch test, or by Griess’ a-naphthylamine reaction. 

ScuuyTEN, M. C., Chem.-Ztg. 20, 722 (1896); J. Chem. Soc. 72, ii, 596 (1897); 
J. Soc. Chem. Ind. 15, 743 (1896). A new reagent for detecting and estimat- 
ing nitrites. Ten per cent solution of antipyrin in HAc. Green coloration 
produced by nitrites. Not interfered with by heavy metals or organic 
matter. Delicate to 1 in 20,000 or better. F++* salts, free HCl, and H.SO, 
interfere. 

ZAMBELLI, L., Chem. Zentr., 1896, I, 1283; Mon. sci. (IV) 10, 351; J?’-Chem. 
Soc. 72, 343 (1897); J. Soc. Chem. Ind. 15, 617 (1896). Estimation of very 
small quantities of nitrous acid. Reagent prepared by dissolving 2 g. sul- 
phanilide and 2 g. phenol. in 25 cc. H.SO, and mixed with 25 cc. water. 

PIcHARD, P., Compt. rend. 123, 590; J. Soc. Chem. Ind. 15, 829 (1896). Detec- 
tion of nitrites in the presence of sulfites. 

BaRBET and JANDRIER, J. pharm. chim. [6] 4, 248 (1896); J. Chem. Soc. 72, ii, 
234 (1897). Estimation of nitrites in waters. Propose resorcinol as a sub- 
stitute for metaphenylenediamine. ; 
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Rriectier, E., Z. anal. Chem. 36, 306 (1897); J. Chem. Soc. 72, ti, 385 (1897); 
J. Soc. Chem. Ind. 16, 638 (1897). Uses 0.05 g. crystallized naphthionic acid 
and 5-6 drops concentrated HCl, shakes and adds 3 drops concentrated 
NH,OH. Rose-red color produced. Sensitive to 0.01 mg. N2O; in 100 cc. 

Riecter, E., Z. anal. Chem. 36, 377 (1897); J. Chem. Soc. 72, li, 464 (1897); 
J. Soc. Chem. Ind. 16, 699 (1897). Extremely sensitive reagent for detection 
and colorimetric estimation of nitrous acid. Solution made of 2 g. of pure 
sodium 1: 4-naphthylaminesulfonate and 1 g. B-naphthol in 200 cc. and 
filtered. 

Konic, F. J., Chem.-Ztg. 21, 599 (1897); J. Chem. Soc. 74, ii, 313 (1898); J. Soc. 
Chem. Ind. 16, 936 (1897). 

ALVAREZ, E. P., Compt. rend. 124, No. 6 (1897); Gazz. chim. ital. 128 (1897); 
Chem. News 79 (1899). Suggests recorsin and 6-naphthol as reagents for 
NO:, NOs, and ClO3. 

ParEpe, D. dE, Bull. Assocn. Belge des Chim. 12, 98; J. Soc. Chem. Ind. 17, 
875 (1898). Estimation of nitrites in water. Examines various colorimetric 
methods and gives preference to the following: 1. Zambelli’s reaction: a-naph- 
thol sulfanilic acid in alkaline solution. 2. Riegler’s reaction: $-naphthol 
naphthonic acid in ammoniacal solution. 3. Griess’ reaction: a-naphthyla- 
mine sulfanilic acid, modified by Lunge and Lwoff. 

ERDMANN, H., Ber. 38, 210 (1900); J. Chem. Soc. 78, ii, 243 (1900). Detec- 
tion and estimation of very small quantities of nitrous acid. 50 cc. of the 
water to be tested are mixed with 5 cc. of an acidified solution of sodium 

*sulphanilate (2 g. per liter) and about 0.5 g. 1-amino-8-hydroxynaphtha- 
lene-4 : 6 disulfonic acid added in the form of the acid sodium salt mixed 
with Na»SO,. The coloration (Bordeaux-red) reaches its maximum intensity 
in about an hour and may be compared colorimetrically with that produced 
by a known amount of a standard nitrite solution. 

ERpDMANN, H., Z. angew. Chem. 13, 33 (1900); J. Soc. Chem. Ind. 19, 277 
(1900). Detection and estimation of nitrites in potable water. Uses alkali 
salt of 1.1’.4.3’-amidonaphthol disulfonic acid. 

Romijn, G., Chem.-Ztg. 24, 145 (1900); J. Chem. Soc. 78, ii, 510 (1900). Esti- 
mation of nitrous acid. Criticism of Erdmann’s view, etc., and his reagent. 
Results less satisfactory than with Griess’ reagent. { 

MENNICcKE, H., Z. angew. Chem. 13, 235 (1900); J. Chem. Soc. 78, 438 (1900). 
Detection of nitrous acid in water by means of amino-naphthol-K-acid. 
Mennicke strongly recommends Erdmann’s method [Ber. 33, 210 (1900)]. 

MENNIcKE, H., Z. angew. Chem. 18, 711 (1900); J. Chem. Soc. 78, ii, 621 
(1900); J. Soc. Chem. Ind. 19, 856 (1900). Detection of nitrous acid in 
water. Concludes Erdmann’s test most delicate of those examined and 
almost free from sources of error. Examined: starch-KI or Zn iodide; the 
4 modifications of Griess’ reagent, Riegler’s reagent and Erdmann’s reagent. 

Scuurtz, G., Chem. Zentr. 1902, i, 949; Z. Farben-Textil Chem. 1, 37 (1902); 
J. Chem. Soc, 82, ii, 473 (1902). Estimation of nitrous acid in sodium nitrite. 
Confirmation of accuracy of estimating HNO: by means of sodium sulfanil- 
ate. Procedure not given. 
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LuncgE, G., Z. angew. Chem. 15, 1 (1902); J. Soc. Chem. Ind. 21, 190 (1902). 
The supposed reaction of brucine with HNO:. “The statement made by 
Winkler [J. Chem. Soc. 80, ii, 627 (1901)] that brucine reacts with nitrous 
acid as well as with nitric acid is entirely opposed to the author’s experience. 
He has repeated some of his experiments, which again prove that brucine 
only reacts with nitric acid, not with nitrous acid. If a reaction is obtained 
with a nitrite, this shows that the nitrous acid has been partly converted into 
nitric acid, a result that will always happen if the nitrous acid at the moment 
of its liberation does not come in contact with an excess of strong sulfuric 
acid so as to form the stable nitrosylsulfuric acid. If the directions given 
by the author and Lwoff [J. Chem. Soc. 66, ii, 298 (1894)] are carefully fol- 
lowed, nitrous acid cannot be mistaken for nitric acid.”’ L. de K., J. Chem. 
Soc. 82, ii, 288 (1902). 

WINELER, L. W., Z. angew. Chem. 15, 170 (1902); J. Chen. Store: EPL hy, She 
(1902); Watt 27, 162 (1902). A reply to Lunge (Z. angew. Chem, 15, 1). 
The author communicates a series of experiments showing that nitrites react 
quite as energetically as nitrates with brucine if only a moderate amount of 
free H2SO, is used. 

LuncE, G., Z. angew. Chem. 15, 241 (1902); J. Chem. Soc. 82, 427 (1902). 
A fart reply to Winkler (Z. angew. Chem. 15, 170). The author now 
acknowledges that when using a moderate amount of H.SO, the brucine 
reaction is also given by HNO». He withdraws his previous remarks. 

GEELMUYDEN, H. C., Z. anal. Chem. 42, 276, 518 (1903). NOx, NOs, and NH; 
in sea water. 

RiIcHARDSON, F. W. and Hotties, P., J. Soc. Chem. Ind. 22, 616 (1903). 
Use phenoldisulfonic acid for NO; and a-naphthylamine for. NOs. 

Tattock, R. R. and Tuomson, R. T., J. Soc. Chem. Ind. 23, 429 (1904). Ni- 
trites and nitrates in water. For NO; use the phenolsulfonic acid method. 
NO; oxidized to NO; by H,O, and then determined as NOs. 

Rarkow, P., Oesterr. Chem. Ztg. 7, 557 (1904); Analyst 30, 174 (1905). The 
differentiation of nitric and nitrous acid by means of diphenylamine. 

Weston, R. S., J. Am. Chem. Soc. 27, 281 (1905); J. Soc. Chem. Ind. 24, 350 
(1905). Determination of nitrogen as nitrites in waters. Uses a-naphthyl- 
amine, sulfanilic acid and HAc (instead of HCl). Compares use of HAc 
and HCl. 

ALVAREZ, E. P., Chem. News 91, 155 (1905). Observations on diphenylamine 
as reagent for nitrites, nitrates, chlorates, and its use when mixed with resorcin 
and 6-naphthol. Use diphenylamine and resorcin for NO: and NO; and 
diphenylamine and §-naphthol for ClOs. 

Atvarez, E. P., Bull. soc. chim. 33, 717 (1905); Analyst 30, 285 (1905). Obser- 
vations on the use of diphenylamine as a reagent for nitrites, nitrates, and 

_ chlorates. 

Kastte, J. H. and Etvove, E., 7th Intern. Cong. Appl. Chem., London, 1909; 
J. Soc. Chem. Ind. 28, 742 (1909); C. A. 4, 2696 (1910). Fuchsin-S as a 
permanent standard for the determination of nitrites in sanitary water 

analysis, The pink color produced by a nitrite and Griess’ sulfanilic acid- 


be 
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a-naphthylamine reagent can be exactly matched by a solution of acid 
magenta (fuchsin-S, acid fuchsin according to Weigert) which has been 
acidified with HCl. 

Herm, F. and HEersBert, A., Bull. sci. pharmacol. 16, 209; Chem. Zentr. 1909, 
I, 2015. Determination of nitrogen acids in the atmosphere of workshops 
“Methods based on the amount of HNO; only are not valuable. The colori- 
metric detn. with diphenylamine sulfate gives good results. Aspirate a 
definite volume, about 1 liter of the air through a 10 cc. absorption tube filled 
with 5% KOH, dilute the soln. to 500 cc., and mix 1 cc. in a test tube with 
5 cc. of the reagent (0.2 g. diphenylamine to 1 liter of conc. H.SO,) and com- 
pare the color with that produced by a std. soln. of KNO;. One g. KNO; 
corresponds to 0.455 g. or 220 cc. HNO; 0.0001 cc. of HNO: may thus be 
detected. Other oxidizing gases (Cl, Br, I, HBr, HI, etc.) and organic matter 
must be absent.” V.K. Chesnut, C. A. 4, 2080 (1910). 

Poucet, I., Bull. soc. chim. [4], 7, 449 (1910); C. A. 4, 2424 (1910); Z. anal. 
Chem. 50, 124 (1911). The determination of nitrites and nitrates by means 
of phenolsulphonic acid. 

MEYERFELD, J., Chem.-Ztg. 34, 848 (1910); C. A. 4, 3178 (1910). Pyrogallol 
dimethyl ether, a sensitive reagent for chromic acid, ferric salts and nitrous 
acid. 

Armant, G. and Barsont, J., Chem.-Ztg. 34, 994 (1910); C. A. 5, 3549 (1911). 
A reaction for determining nitrites. Use a.saturated solution of benzidine 
acetate and dilute acetic acid. Color ranges from yellow to red depending 
on the concentration. 

Romijn, G., Pharm. Weekblad 48, 753 (1911). 

DENIGES, G., Bull. soc. chim. [4], 9, 544 (1911); J. Chem. Soc. 100, ii, 655 (1911); 
J. Soc. Chem. Ind. 30, 827 (1911). Detection of nitrates and nitrites in 
water by means of reduced strychnine. Uses a reagent prepared by adding 
5 g. of Zn amalgam to a mixture of 5 cc. HCl (sp. gr. 1.18) with 5 cc. of a 1 per 
cent solution of strychnine sulfate. Boil, cool, and decant. 10 cc. ‘water 
containing 0.0001 g. HNO: per liter gives a red coloration with 0.5 cc. of the 
reagent. Nitrates give a color only in the presence of H,SO,. 

DEnIcEs, G., Compt. rend. 152, June 19 (1911); Chem. News 104, 119 (1911). 
Rapid method of determining nitrates and nitrites in water. Uses strychnine 
reagent. 

TititMans, J. and Sutruorr, W., Z. anal. Chem. 50, 473 (1911); J. Soc. Chem. 
Ind. 30, 918 (1911); C. A. 5, 3211 (1911). Use diphenylamine-sulfuric 
acid. 

VERMEHREN, A., Centr. Zuckerind. 19, 72; C. A. 5, 55 (1911). The determina- 
tion and estimation of small quantities of nitric and nitrous acid in water. 
For HNO:, the author uses Riegler’s reagent, using 10 cc. of water, 10 drops of 
the reagent, 2 drops concentrated HCl, and then shaking with 20 drops 
NH.OH. A red coloration develops. 

Wirtuers, W. A. and Ray, B. J., J. Am. Chem. Soc. 33, 708 (1911); J. Chem. 
Soc. 100, ii, 656 (1911); J. Soc. Chem. Ind. 30, 708 (1911). Modification of 
the diphenylamine test for nitrous and nitric acid. One part of nitrous nitro- 
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gen can be detected in 25 million, or 1 part of nitric nitrogen in 35 million by 
heating 15 to 20 min.; heating 1 hour increases the sensitiveness to 1 part 
in 32 million and 1 part in 44 million, respectively. 


BLanc, G., J. pharm. chim. 4, 205 (1911); J. Soc. Chem. Ind. 30, 1136 (1911). 
Examined the ZnI, and the metaphenylenediamine-H,SO, methods. Former 
rejected, the latter found satisfactory. 


Miter, E. H., Analyst 37, 345; C. A. 6, 3380 (1912). Uses dimethylaniline 
and HCl in aqueous solution. Yellow color obtained due to p-nitrosodi- 
methylaniline (15 min. to color). Can detect 1 part of HNO: per million. 
Nitrates do not interfere. 

Etspon, G. D., Chem. News 105, 243 (1912); C. A. 6, 2122 (1912). Deter- 
mination of nitrites in potable waters. Interference of ferric salts. ‘In the 
detn. of nitrites by means of the starch-iodide reaction, the presence of 
ferric salts influences the results obtained. One part of ferric iron per mil- 
lion parts of water gives a color which corresponds with that obtained with 
0.07 part of sodium nitrite; 1 part of iron in 50 million parts of water can 
just be detected by means of the starch-iodide reaction, while 1 part in 10 
millions gives an appreciable reaction. The coloration is obtained when ferric 
iron and nitrates are present together. Ferrous iron does not itself yield 
a coloration but it diminishes the color produced by nitrites. The author 
prefers the Griess-Ilosvay method for the determination of nitrites.” W. P. 
S., J. Soc. Chem. Ind. 31, 600 (1912). 


Prior, Bull. sci. pharmacol. 19, 546 (1912). The determination of nitrous 
acid in water. “By comparison of color produced by EtOH soln. of benzidine, 
o-toluidine or dianisidine. Sulfates and free mineral acids must be removed.” 
E. H. Grant, C. A. 7, 1069 (1913). 

VANDEVELDE, A. J. J., Ghent. Doc. comm. intern. unif. meth. anal. denr. alim. 
1912, 118; thru Bull. soc. chim. belg. 26, 422; C. A. 7, 669 (1913). Rapid 
and approximate estimation of ammonium and nitrous ions in potable 
water. 

AUTENRIETH, W. and Funk, A., Z. anal. Chem. 52, 137 (1913); C. A. 7, 3627 
(1913). Colorimetric methods for water analysis by the use of the Auten- 
rieth-Koenigsberger colorimeter. Details are given for the estimation of 
NH;, HNO2, HNOs, Fe, Pb, and H.S. 

Bornanp, M., Chem. Zentr., 1913, ii, 1823; from Mett. Lebensmittelunters. 
Hyg. 4, 285 (1913); J. Chem. Soc. 106, ii, 144 (1914); C. A. 8, 768 (1914). 
Comparative investigation of certain reactions for the detection of nitrites in 
potable water. Compares experimentally the methods of (1) von Ilosvay- 
Lunge, (2) Rochaiz, (3) Barbet and Jandrier, (4) Denigés, and (5) Chwilewsky. 
All satisfactory except Denigés’, which is unsuited for practical use on account 
of the unstability of the reagent. Method of von Ilosvay-Lunge preferred. 

Lomparp, M., Bull. soc. chim. 13, 304 (1913); C. A. 7, 2265 (1913); J. Chem. 
Soc. 104, ii, 429 (1913); J. Soc. Chem. Ind. 32, 447 (1913); Z. anal. Chem. 53, 
135 (1914). Practical method of determining nitrites in potable waters. 

Exspon, G. D. and Sutctirre, J. A. L., Analyst 38, 450 (1913); C. A. 8, 185 
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(1914). Nitrates and nitrites in milk. Uses the brucine-sulfuric acid 
method for nitrates and the Griess-Ilosvay method for nitrites. 

Letts, E. A. and Rea, F. W., Analyst 39, 350; C. A. 8, 3402 (1914); J. Soc. 
Chem. Ind. 33, 938 (1914). Fresenius’ method for determining small quan- 
tities of nitrites, and its sensitiveness compared with the m-phenylenediamine 
reaction. Uses a modified Fr. method. Zn-iodide-starch. Method will 
detect 0.00025 mg. N in 7-8 minutes. About 20 times more sensitive than 
the m-phenylenediamine method. 

MarqQueyror and Muraovr, H., Bull. soc. chim. [IV] 15, 186 (1914); J. Soc. 
Chem. Ind. 38, 335 (1914). At the end of the paper they suggest that diphe- 
nylbenzidine might be substituted with advantage for diphenylamine when 
testing for oxidizing agents, such as nitrites, but only the suggestion is made, 
and no details of any such method are given. 

Romijn, G., Chem. Weekblad 11, 115 (1914); C. A. 9, 1644 (1915); J. Soc. 
Chem. Ind. 384, 631 (1915). For the determination of HNOz in drinking 
water, the ordinary colorimetric method with a-naphthylamine and sulfanilic 
acid is modified by adding the reagent in the form of a dry powder containing 
a-naphthylamine 1, sulfanilic acid 10 and tartaric acid 89 parts. 

Letts, E. A. and REA, F. W., J. Chem. Soc. 105, 1157 (1914); Proc. Chem. Soc. 
30, 72; C. A. 8, 2323 (1914); J. Soc. Chem. Ind. 33, 570 (1914). An extremely 
delicate colorimetric method for detecting and estimating nitrates and 
nitrites. Diphenylbenzidine used for nitrates. Nitrites oxidized by KMnO, 
and similarly determined. 

AcéL, D., Z. Nahr. Genussm. 31, 332 (1916); C. A. 11, 1493 (1917). Detec- 
tion and quantitative determination of nitrates and nitrites in meats and 
sausages. The reaction between HNO, and a solution of e-naphthylamine- 
sulfanilic acid containing AcOH gives a red color which may be compared 
with standard solutions of fuchsin. Gives procedures both in presence and 
absence of nitrate. 

Arny, H. V. and Rive, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 1146 
(1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 310; cf. Arny and 
Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug. 1915. Color 
standards and colorimetric assays. Use colored solutions of CoCl,-6H,0O, 
FeCls-6H20, CuSO,-5H:O to prepare standard color solutions. Use sul- 
fanilic acid and naphthylamine hydrochloride for NO». 

Korruorr, I. M., Utrecht. Pharm. Weekblad 54, 633; C. A. 11, 2701 (1917). 
Chemical study of potable waters. III. Ammonia, nitrite and nitrate. 

OELSNER, ALICE, Z. angew. Chem. 81, 170, 178 (1918); J. Chem. Soc. 114, ii, 
405 (1918). A survey of methods for the estimation of nitrites and nitrates 
in the same solution. : 

QuarTAROLI, A., Gazz. chim. ital. 48, I, 102 (1918); C. A. 18, 1684 (1919); 
Chem. Zentr. 93, II, 728 (1922); Z. anal. Chem. 62, 469 (1923). Estimation 
of minute quantities of nitrites and hydrogen peroxide in presence of each 
other. 

Anon, Apoth. Ztg. 34, 25 (1919); C. A. 13, 3253 (1919). Detection and estima- 
tion of nitrites in meat. 
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Toomps, C., J. S. African Assocn. Anal. Chem. 2, 3 (1919); J. Soc. Chem. Ind. 
38, 267A (1919). Determination of nitrous fumes in mine air. ‘The sample 
of air is well shaken with a small quantity of dilute KOH soln. in which the 
nitrate and nitrite are then determined colorimetrically by the methods em- 
ployed in water analysis, e.g., by the phenolsulfonic acid or the Griess- 
llosvay method.” E. J. C., C. A. 18, 2650 (1919). 

AUERBACH, F. and Rigss, G., Arb. Reichsgesundh. 51, 532 (1919); C. A. 14, 
781 (1920); J. Soc. Chem. Ind. 38, 920A (1919). Determination of small 
quantities of nitrites especially in salted meat. ‘“‘The colorimetric detn. of 
nitrites by means of m-phenylenediamine is inaccurate owing to the fact that 
the relationship between the concn. and the intensity of color does not agree 
with Beer’s law and also owing to the influence of chlorides. These errors 
are eliminated by adding AcONa and AcOH to the nitrite solns.” -J. Soc. 
Chem. Ind. 

TREADWELL, F. P. and Hatt, W. T. (Translator from the German), Analytical 
Chemistry, Vol. II, Quantitative Analysis, 5 ed., p. 344, John Wiley and Sons, 
Inc., New York, 1919. 

PRESCHER, J., Pharm. Zentralhalle 61, 63 (1920); C. A. 14, 1718 (1920). The 
detection of nitrites in meat, sausage and brine. A diluted H:SOy, extract 
of the meat or sausage treated with m-phenylenediamine reagent gave a yellow- 
brown color when nitrites were present. 

Bercer, H., Z. Nahr. Genussm. 40, 225 (1920); C. A. 15, 1176 (1921). Critical 
studies of the detection of nitrous acid in tap water. : 

Kottuorr, I. M., Utrecht. Pharm. Weekblad. 57, 1253 (1920); C. A. 15, 352 
(1921); J. Soc. Chem. Ind. 39, 761A (1920). Colorimetric determination 
of ammonia, nitrite and nitrate. Studies were made of the influence of time, 
temperature, amount of reagent, and presence of impurities on the accuracy 
of colorimetric determinations. For nitrites, the Griess-Romijn reagent is 
very easily affected by time, temperature, concentration, etc. 

SeFton, L. B., Bur. Standards, Tech. Paper 149, 10 (1920); Chem. Trade J. 
66, 755 (1920); C. A. 14, 1504 (1920). Estimation of nitrates and nitrites in 
battery acid. From a study of more than 50 methods given in the literature, 
Sefton concludes: ‘‘(1) Nitrates cannot be estd. in the presence of nitrites, but 
nitrites can be estd. in the presence of nitrates. (2) The results from the 
“‘hydrostrychnique’ and from the brucine methods may be expressed in terms 
of the total quantity of nitrates and nitrites. (3) The diphenylamine test 
for nitrates and the iodine test for nitrites are unreliable. (4) In the absence 
of Fe, the ‘hydrostrychnique’ (cf. Denigés, C. A. 5, 3712; 8, 3699).or the 
modified brucine test is recommended for the detn. of nitrates and nitrites. 
(5) In the presence of Fe, only the original brucine test [cf. Lunge and Lwoff, 
Z. angew. Chem. 7, 345 (1894)] may be used for the detn. of nitrates and 
nitrites. (6) The dimethylaniline test [cf. Miller, C. A. 6, 3380] was found 
to be best for the detn. of nitrites.”” The recommended methods are given 
in detail. 

Eck, P. N. van, Water, 1920, 127; Chem. Weekblad 17, 678. Determination 
of nitrites with the Griess reagent. ‘Some salts, as NaCl, accelerate the 
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nitrite reaction with Griess reagent, others have no influence; others, as 
borax, retard it. Certain org. compds. also retard the reaction, but this 
effect can generally be overcome by adding a little H»SO, and NaCl.” J. F. 
Smith, C. A. 15, 998 (1921). 

MeEErBurcG, P. A., Chem. Weekblad 17, 577 (1920); Analyst 46, 65 (1921). 
Estimation of nitrite in water. Uses the Griess-Romijn reagent (naphthyl- 
aminesulfanilic acid-tartaric acid) and adds NaCl to accelerate the reaction. 
Bicarbonates retard the reaction and should be neutralized before adding 
NaCl. 

Bacu, A. and Starsky, B., Compt. rend. 171, 1175 (1920); Ber. ges. Physiol. 
exptl. Pharmakol. 6, 241 (1921). Protein split products in blood serum. 
Determine nitrite by Ilosvay-Lunge method. 

SNELL, F. D., Colorimetric Analysis, p. 114, D. Van Nostrand Co., New York, 
1921. Determination of nitrous acid by sulfanilic acid and a-naphthylamine. 

SNELL, F. D., ibid., p. 115, 1921. Determination of nitrous acid by metaphe- 
nylenediamine. 

SNELL, F. D., ibid., p. 116, 1921. Determination of nitrous acid by ZnI,-starch 
solution. 

SNELL, F. D., zbid., p. 117, 1921. Determination of nitrous acid by a-naph- 
thylamine hydrochloride. 

Ropit1oNn, G., J. pharm. chim. [7] 26, 376 (1922). 

Nixon, I. G., Chem. News 126, 261 (1923); Chem. Zentr. 94, IV, 226 (1923). 
A new test for nitrate and nitrite. About 1 cc. of sample is mixed with an 
equal volume of concentrated H,SO,, and then 5 cc. 1 per cent solution “G 
Salt” slowly added. If nitrate or nitrite is present, an intense wine-red color 
develops. Test is very delicate. 0.02 mg. N as HNO; gives a distinct red 
color, while much less than this amount gives a faint yellow color. 

Cogurttat, A., Anales soc. espan. fis. quim. 22, 523 (1924); C. A. 19, 1236 
(1925). The determination of nitrites by the Tromsdorff reagent. 

Kottnorr, I. M., Chem. Weekblad 21, 423 (1924); C. A. 19, 222 (1925). 
J. Chem. Soc. 126, ii, 779 (1924). The hydrostrychnine reagent for nitrites 
and nitrates. See the abstract of this paper under Nitrate. 

StorF, H. and Horn, M., Wasser u. Gas. 14, 175 (1924); C. A. 18, 873 (1924). 
The determination of nitrites in water with neutral red. 

Mir1ican, L. H., J. Phys. Chem. 28, 544 (1924); C. A. 18, 2660 (1924). Uses 
m-phenylenediamine hydrochloride for HNO:. 

Nove ttt, A., Anales asoc. quim. Argentina 13, 13 (1925). “The reagent is 
prepd. by dissolving 5 g. pure resorcinol in 150 cc. of distd. H:O and adding 
5 drops of a 26% FeCl; soln., which gives an intense violet color. On boiling, 
color slowly fades, leaving a yellow soln. Boiling is continued a few min., 
then the soln. is cooled. To test for nitrites put a few cc. of the suspected 
soln. into a test tube, add 1-2 drops of AcOH to free the HNO, and a few 
drops of the above reagent. In the presence of HNO, an intense green color 
forms. By using 100 cc. of the suspected soln. 1 part of HNO: in 10,000,000 
can be detd. Mineral acids, alkalies and V salts interfere, the latter in 
concn. as low as 1/10,000.” _E. M. Symmes, C. A. 19, 3230 (1925). 
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VAct, S., Z. anal Chem. 65, 436 (1925); C. A. 19, 1920 (1925). The uncertainty 
in the determination of nitrous acid in ground waters by the Feldhaus-Kubel 
method. 

VAct, S., Z. anal. Chem. 66, 14 (1925); C. A. 19, 2000 (1925). New reactions 
of nitrate and nitrite. See the abstract of this paper under Nitrate. 


VAct, S., Z. anal. Chem. 66, 101 (1925); cf. C. A. 19, 2000; C. A. 19, 2463 
(1925). See the abstract of this paper under Nitrate. 


Scorr, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 1414, D. Van 
Nostrand Co., New York, 1925. Determination of nitrites in water. Uses 
sulfanilic acid and a-naphthylamine acetate. 

Standard Methods for the Examination of Water and Sewage, 6 ed., p. 18, 
American Public Health Association, New York, 1925. Uses sulfanilic acid 
and a-naphthylamine acetate. 

BernouI1u, A. L., Helv. Chim. Acta. 9, 827 (1926); C. A. 21, 30 (1927). The 
sliding-gage colorimeter and the determination of minute quantities of 
ammonia, nitrite, lead, and iron. By means of this instrument it is possible 
to determine 0.002 mg. of Fe dissolved in 0.1 cc. with an accuracy of 0.4 of 
1 per cent of the total amount present. 


Nitrogen. (See also Ammonia and Amino-acids.) 

LEFFMANN, H. and Bram, W., Am. Chem. J. 11, 274 (1889); Analyst 14, 168 
(1889); Chem. News 59, 310 (1889). The estimation of the total organic 
nitrogen in water by the Kjeldahl process. Use Nessler’s reagent. 

Drown, T. M. and Martin, H., Technology Quarterly (Boston) 2, No. 3 and 
Chem. News 59, 272 (1889). On the determination of the organic nitrogen 
in natural waters by the Kjeldahl method. Use Wanklyn’s process. 

PreTREN and GRABE, Jernkontorets Ann. 61, 27; Stahl u. Eisen 27, 1700; 
Chem. Zentr. 79, 673; C. A. 2, 1400 (1908). The determination of nitrogen in 
iron and steel. A colorimetric and a volumetric method are given. 

Hawk, P. B. and Grinpiey, H. S., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 
4, ix (1908). 

Foutn, O., FARMER, C., Macatium, A. B. and PETTIBONE, C. V. J., Proc. Am. 
Soc. Biol. Chem., J. Biol. Chem. 9, ix (1911). Some new technique for the 
determination of total nitrogen, ammonia and urea in urine. Use Nessler’s 
reagent. 

FriesBt, G., Oesterr.-ungar. Z. Zurkerind. Landw. 40, 274 (1911). Colori- 
metric determination of harmful nitrogen in sugar beets. “. 

Forty, O. and Farmer, C. J., J. Biol. Chem. 11, 493 (1912). A new method for 
the determination of total nitrogen in urine. Use Nessler’s reagent. 

Forty, O. and Dents, W., J. Biol. Chem. 11, 527 (1912). New methods for the 
determination of total non-protein nitrogen, urea and ammonia in blood. 

Dents, W., J. Biol. Chem. 18, 225 (1912-13). The urine of the fish. Deter- 
mine total nitrogen by method of Folin and Farmer; urea by the KAc method 
of Folin; ammonia and uric acid by methods of Folin and Macallum. 

Fisxr, C. H. and Karsner, H. T., J. Biol. Chem. 16, 399 (1913-14). Urea 
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formation in the liver. Determine total non-protein nitrogen, urea and 
ammonia by methods of Folin and Denis. 

Fiske, C. H. and Sumner, J. B., J. Biol. Chem. 18, 285 (1914). The impor- 
tance of the liver in urea formation from amino-acids. Use method of Folin 
and Denis [J. Biol. Chem. 11, 527 (1912)] for non-protein nitrogen and urea, 
also ammonia with slight modifications in the case of tissue. 

Gutick, A., J. Biol. Chem. 18, 541 (1914). An improvement on the Folin- — 
Farmer method. . 

Bock, J. C. and Benepict, S. R., J. Biol. Chem. 20, 47 (1915). An examina- 
tion of the Folin-Farmer method for the colorimetric estimation of nitrogen. 

Harp1no, V. J. and MacLean, R. M., J. Biol. Chem. 20, 217 (1915). A colori- 
metric method for the estimation of amino-acid a-nitrogen 

GREENWALD, I., J. Biol. Chem. 21, 61 (1915). The estimation of non-protein 
nitrogen in blood. Nesslerizes. 

Harvinc, V. J. and WARNEFORD, F. H. S., J. Biol. Chem. 21, 69 (1915). A 
note on the determination of nitrogen by the Kjeldahl-Folin-Farmer method. 

Fou, O., J. Biol. Chem. 21, 195 (1915). Note in defense of the Folin-Farmer 
method for the determination of nitrogen. 

Taytor, A. E. and Hutron, F., J. Biol. Chem. 22, 63 (1915). On the estima- 
tion of non-protein nitrogen and glucose in finger blood. A modification of 
the Folin method. 

Taytor, A. E. and Lewis, H. B., J. Biol. Chem: 22, 71 (1915). A study of the 
protein metabolism under conditions of repeated hemorrhage. Determine 
non-protein nitrogen by the method of Folin applied macrochemically. 

Pepper, O. H. P. and Austin, J. H., J. Biol. Chem. 22, 81 (1915). Experimen- 
tal studies of urinary and blood nitrogen curves after feeding. Determine 
non-protein nitrogen by Folin’s method. 

Hammett, F. S., J. Biol. Chem. 22, 551 (1915). The nitrogen excretion of the 
cat during a purine-free and a purine-rich diet. Uses microchemical methods 
of Folin. 
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metric method for the estimation of amino-acid a-nitrogen. II. Application 
to the hydrolysis of proteins by pancreatic enzymes. 
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teoclastic ferments in response to the parenteral injection of foreign proteins. 
Non-protein nitrogen by Folin’s method. 
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Kaun, R. L., J. Biol. Chem. 28, 203 (1916-17). The Folin and Denis method 
of nitrogen determinations by direct Nesslerization, and its application to 
spinal fluids. , 

Pearce, R. G., J. Lab. Clin. Med. 2, 130 (1916). Review of the Folin and 
Denis methods for the determination of nitrogen by direct Nesslerization, 


BIBLIOGRAPHY 661 
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J. Biol. Chem. 29, xxxvi (1917). Demonstrations bearing on colorimetric 
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Denis, W. and Kramer, J. G., J. Biol. Chem. 30, 189 (1917). The influence of 
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protein nitrogen in blood. Nesslerizes. 
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nitrogen in blood. Says N may be determined by the direct Nesslerization 
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as a standard in colorimetric determination of nitrogen by Nessler’s method. 
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Peters, A. W., J. Biol. Chem. 39, 285 (1919). The micro determination of 
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blood. Method based on the red coloration produced when amino-acids react 
with 6-naphthaquinonesulfonic acid in alkaline solution. 
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orates spontaneously, treats with phenoldisulfonic acid solution, makes 
slightly alkaline with KOH, dilutes to 100 cc. and compares with a standard” 
solution. 
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Heiter, H., Farben-Ztg. 28, 857 (1923); 29, 1842. Colorimetry of fatty oils. 
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OsO, or a chlorosmiate as K:OsCls, and HCl. A rose to deep red coloration 
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SuearrF, H. M., J. Biol. Chem. 52, 35 (1922). Estimation of minute amounts 
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Chem. Ind. 42, 1221A (1923); Z. anal. Chem. 64, 353 (1924). Uses a modi- 
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match color. Limit of application is 1 & 1077 g. Oz. Diagram of apparatus 
is given. | 

Erimoy, V. V., Biochem. Z. 155, 371 (1925). Colorimetric method for the de- 
termination of oxygen. “Indigo carmine is dissolved in HO to give a 0.1% 
soln. Then glucose and K;CO; are added to give a 1% soln. of each. In 24 
hrs., the leuco base is formed, as shown by decolorization of the soln. Vaseline 

‘oil is poured in to form a layer over the H.O and the flask is sealed. Special 
capillary pipettes are used to remove the leuco base. By using varying amts. 
of leuco base in the same vols. of HO, and exposing them to air different 
color standards are obtained. The soln. to be tested for O is placed with 
min. agitation in a tube, covered with oil, and a known amt. of leuco base 
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method of Winkler is made. The method has the advantage of being short.” 
W. D. Langley, C. A. 19, 3504 (1925). 


Pentosans. 

TESTONI, G., Staz. sper. agrar. ital. 50, 97 (1917); from Chem. Zentr. 1918, ii, 
865; J. Chem. Soc. 116, ii, 122 (1919). Quantitative colorimetric estimation 
of pentosans in meal. Uses HAc and HCl, and 0.25 per cent phloroglucinol. 
Red solution obtained. 


Pepsin. 
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SNELL, F. D., Colorimetric Analysis, p. 106, D. Van Nostrand Co., New York, 
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drops HNOs, with phenol. Best results with phenol 30 to 150 mg. per liter. 

oLin, O. and Dents, W., J. Biol. Chem. 12, 239 (1912). On phosphotungstic- 

phosphomolybdic compounds as color reagents. 
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latter and makes alkaline with ammonia, thus forming NH; picrate. The 
yellow color is then matched against a standard solution. 
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Foun, O. and Dents, W., J. Biol. Chem. 26, 507 (1916). The relative excre- 
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phosphotungstic-phosphomolybdic acid reagent. 

GREENWALD, I. and Weiss, M. L., J. Biol. Chem. 31, 1 (1917). The fate of 
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Chem. 22, 305 (1915)]. 
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preservative in serums. 

Benenvict, S. R. and Tuets, R. C., J. Biol. Chem. 36, 95 (1918). The colori- 
metric determination of phenols in the blood. 

Weiss, M., Biochem. Z. 110, 258 (1920); J. Chem. Soc. 118, ii, 777 (1920); 
C. A. 15, 1913 (1921). The colorimetric estimation of phenol in urine. 
Uses Millon’s reagent. 

Cuapin, R. M., J. Ind. Eng. Chem. 12, 771 (1920); J. Chem. Soc. 118, ii, 645 
(1920); C. A. 14, 2772 (1920); J. Soc. Chem. Ind. 39, 652A (1920). Esti- 
mation of phenol in the presence of certain other phenols. Uses Millon’s 
reagent. Various modifications of the method are described which are suit- 
able for different requirements. . 

UNDERHILL, F. P. and Srwpson, G. E., J. Biol. Chem. 44, 69 (1920). ~The 
-effect of diet on the excretion of indican and the phenols. Phenols by Folin- 
Denis method. 

Trspatt, F. F., J. Biol. Chem. 44, 409 (1920). Estimation of the phenolic 
substances in urine. Folin and Denis method may give results 50 per cent 
higher than those obtained with the ether extraction method outlined in 
this paper. 

Scorr, R. D., J. Ind. Eng. Chem. 18, 422 (1921). The detection of phenols in 
water. Uses phosphomolybdic acid. 

Pekan, K. F., J. Biol. Chem. 50, 491 (1922). The physiology of the phenols. 


ope Method depends upon color given by Millon’s reagent and few 
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A quantitative method for the determination of phenols in the blood. Uses 
sodium tungstate. 
Tuomas, P., Ann. inst. Pasteur 36, 253 (1922); Ber. ges. Physiol. exptl. Phar- 
makol. 18, 376 (1922). Estimation of tyrosin and phenol index of proteins. — 
HENNINGSEN, C., Ind. Eng. Chem. 15, 406 (1923). Estimation of various 
monohydric phenols by the phenol reagent of Folin and Denis. 

RAKEsSTRAW, N. W., J. Biol. Chem. 56, 109 (1923). A quantitative method for 
the detemnination of phenols in blood. Uses a modified Folin and Denis 
method. 

Gorrron, R. and Nepveux, F., Compt. rend. soc. biol. 89, 1213 (1923); from 
Chem. Zentr. 1924, i, 1070; i Chem. Soc. 126, ii, 706 (1924); C. A. 18, 2015 
(1924). Colorimetric determination of phenols in urine. Use method a 
Rakestraw. : 

Tuets, R. C. and Benepict, S. R., J. Biol. Chem. 61, 67 (1924). Determination 
of phenols in blood. Add p-nitrobenzenediazonium chloride to the protein- 
free filtrate, by the Folin and Wu method, containing NazCO;. Orange 
color produced. Possible error + 10 per cent. 

Cristo, P., Bull. soc. sci. méd. Montpellier 9, 456 (1924); Physiol. Abstracts 
9, 405; C. A. 19 (1925). Errors in colorimetric methods of estimation of 
uric acid and phenols in urine. See the abstract of this paper under Uric 
Acid. 

Vorce, L. R., Ind. Eng. Chem. 17, 751 (1925); C. A. 20, 83 (1926). Determinal 
tion of minute amounts of phenols in polluted natural waters. Uses a 
Folin and Denis reagent. 

Hawk, P. B. and Bercem, O., Practical Physiological Chemistry, 9 ed., P. Blak- : 
iston’s Son and Co., Philadelphia, 1926. Determination of shes in urine 4 


pp. 766-768. : 


Phenolsulfonephthalein. : 


UNDERHILL, F. P. and BLATHERWICK, N. R., J. Biol. Chem. 19, 39 (1914). The 
elimination of phenolsulfonephthalein in acute and chronic tartrate nephri- 
tis. Use an Autenrieth-Koenigsberger colorimeter to determine the amount 
of coloring matter excreted. 


Phosphate (and Phosphoric Acid). 


Knicuts, J. W., Analyst 5, 197 (1880); Z. anal. Chem. 21, 572 (1882). First to 
propose use of NH, molybdate and HNOs. 

Osmonp, F., Bull. soc. chim. 47, 745 (1887); J. Chem. Soc. 52, 999 (1887); 
J. Anal. Chem. 1, 421 (1887). Method is based upon the blue color formed 
by P molybdates in HCl solution of SnCly. As and Si molybdates give the 
same color. 

BénazeT, P., Bull. soc. chim. 11, 1083 (1894); J. Soc. Chem. Ind. 14, 390 
(1895). Estimation of phosphorus in iron and steel, etc. arcs the 
phosphomolybdate in SnCl, in dilute HCl solution. 

ALESSANDRIA, Pharm. Centralhalle 35, 109; Chem. News 74, 45 (ieee Colori 
metric determination of Pheasant: acid in water. First removes SiO, and 
then adds ‘‘molybdenic mixture.” 


: 
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LEPIERRE, C., Bull. soc. chim. 15, 1213 (1896); J. Soc. Chem. Ind. 16, 163 
(1897). Removes SiO: by dehydration and then adds NH, molybdate. 

Jouies, A., Chem.-Ztg. 1889, 807. 

Jouxes, A. and Nevuratu, F., Monatsh. 19, 5 (1898); J. Soc. Chem. Ind. 17, 
493 (1898). Remove SiO, by dehydration and then add K molybdate. 

Joties, A., Prager med. Wochschr. 1899, 307; Wiener med. Wochschr. 1899. 

Jouues, A. and Neurats, F., Arch. Hyg. 34, 22 (1899); J. Soc. Chem. Ind. 18, 
299 (1899). Removes SiO, by dehydration and then adds K molybdate. 

Jotues, A., Chem. Zentr. 1899, i, 375; J. Chem. Soc. 76, 1i, 579 (1899). Colori- 
metric estimation of phosphoric acid in water. Uses K molybdate in HNO;. 
Turbid solution is obtained at 30° if more than 1 mg. P.O; is present in 20 cc. 

Woopman, A. G. and Cyvan, L. L., J. Am. Chem. Soc. 23, 96 (1901); J. Soc. 
Chem. Ind. 20, 506 (1901). The determination of phosphates in potable 
waters. Use am. molybdate and HNO; and study the effect of SiOs. 

Woopma\, A. G., J. Am. Chem. Soc. 24, 735 (1902). The significance of phos- 
phates in natural waters. Uses NH; molybdate and HNO,, after dehydrating 
the SiO» by heating the residue for 2 hrs. at 100°. Not necessary to filter. 

Verrcu, F. P., J. Am. Chem. Soc. 25, 169 (1903). On the colorimetric dete:- 
mination of small quantities of phosphoric acid and of silica. Uses NH, 
molybdate and HNO;. Both PO, and SiO: give a yellow coloration but theze 
is a difference in the rate of reaching the maximum intensity of color. 

SCHREINER, O., J. Am. Chem. Soc. 25, 1056 (1903). On a colorimetric method 
for the estimation of phosphates in the presence of silica. Uses NH, molyb- 
date and HNO;. 

SCHREINER, O., J. Am. Chem. Soc. 26, 808 (1904). The determination cf 
phosphates in aqueous extracts of soils and plants. Reports results by 
method given in J. Am. Chem. Soc. 25, 1056 (1903) and also results of gravi- 
metric method of Assocn. Official Agr. Chem. A comparison of the two 
methods. Agreement good. 

Lincoin, A. T. and Barker, P., J. Am. Chem. Soc. 26, 975 (1904). Deter- 
mination of phosphates in natural waters. Use NH, molybdate and HNO;. 

SCHREINER, O. and Brown, B. E., J. Am. Chem. Soc. 26, 1463 (1904); J. Soc. 
Chem. Ind. 23, 1240 (1904). The colorimetric estimation of phosphates; 
second method. Use NH, molybdate and HNO;. Method gives good 
results with 1 part P.O; per million of solution and is not influenced by the 
presence of other salts. 

Hewrrt, T. E., Proc. Eng. Soc. West: Penn. 20, 432 (1904); Analyst 30, 137 
(1905); see also J. Am. Chem. Soc. 27, 121 (1905). Colorimetric determina- 
tion of phosphorus in iron and steel. Based on the color obtained when 
HS is passed into an alkaline phosphomolybdate solution. 

Hewrrt, T. E., J. Am. Chem. Soc. 27, 121 (1905); J. Soc. Chem. Ind. 24, 292 
(1905). Colorimetric determination of phosphorus in iron. HS passed 
into alkaline solution of Na phosphomolybdate and the resulting color matched 
against a standard solution. 

Misson, G., Chem.-Ztg. 32, 633 (1908); C. A. 2, 2527 (1908). Uses KMnO,, 
H,0:, (NH4)sVO,, and (NH,)2MoQ,. P estimated to about 0.005 per cent. 


x 
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Poucet, I., Chem.-Ztg. 32, 832 (1908); Analyst 33, 441 (1908). Rapid col- 
orimetric method for the estimation of small quantities of water-soluble phos- 
phoric acid. Uses strychnine molybdate. Method sensitive to 1 part 
H;PO, in 12,000,000 of water. , 


Poucet, I. and CHoucnak, D., Ann. chim. anal. chim. appl. 14, 125; C. A. 3, 
2284 (1909). Uses Na2MoO, in HNO; and strychnine sulfate. 


Estes, C., J. Am. Chem. Soc. 31, 247 (1909); J. Chem. Soc. 96, ii, 266 
(1909); J. Soc. Chem. Ind. 28, 261 (1909). Colorimetric estimation of phos- 
phates in solution with other salts. Uses phosphomolybdate method and 
studies effect of the presence of certain salts on the color. 


Gipson, R. B. and Estes, C., J. Biol. Chem. 6, 349 (1909); J. Soc. Chem. Ind. 
28, 962 (1909); Z. anal. Chem. 51, 67 (1912). The indirect colorimetric 
determination of phosphorus with uranium acetate and potassium ferrocy- 
anide. P precipitated as uranium phosphate and the excess of uranium ace- 
tate determined colorimetrically by adding K ferrocyanide. Red-brown color 
in about 2 minutes. 

Poucer, I., Bull. soc. chim. [4] 5, 104 (1909); C. A. 8, 1258 (1909); J. Soc. 
Chem. Ind. 28, 261 (1909). Uses Na2MoO, in HNO; and strychnine sulfate 
solution. Method depends upon the fact that phosphomolybdic acid forms an 
insoluble precipitate with alkaloids. Sensitive to 0.005 mg. in 100 cc. Reac- 
tion not influenced by SiO, and the various oxides. P can be determined 
in iron ores containing 1200 times as much Fe as POs. 


Poucet, I. and CHoucwak, D., Bull. soc. chim. 9, 649 (1911); C. A. 5, 3208 
CIOIINS GE (CON, BH IBA 2084; J. Soc. Chem. Ind. 30, 985 (1911). Method 
based on insolubility of strychnine phosphomolybdate. Application to very 
small amounts of P.O; in natural waters, animal and a substances, | 
minerals, iron and steel. 


PASSERINI, N., Gazz. chim. ital. 41, I, 182; C. A. 5, 2377 (1911). Molybdate- 
gallic acid method applied to substances containing very small amounts 
HPO, (soil and rocks). P precipitated as NH, phosphomolybdate, first dis- 
solved in NH,OH (1: 3), NH; boiled off, and solution run into tube con- 
taining 2 cc. cold, saturated gallic acid until yellow color matches that of a a 
standard. 

Herrera, C. R., Anales. inst. med. nacional 10, 271; C. A. 6, 662 (1912). 
orimetric determination of phosphoric acid in arable soils. 

RIEGLER, E., Bull. acad. sci. Roumanie 2, 272 (1914); J. Chem. Soc. 108, ii, 

- 368 (1915); C. A. 9, 3043 (1915); Chem. Zentr. 1915, I, 1280; J. Soc. Chem. 
Ind. 34, 796 (1915). P precipitated as NH; phosphomolybdate and reduced 
with hydrazine sulfate. Blue color obtained. 

Taytor, A. E. and Miter, C. W., J. Biol. Chem. 18, 215 (1914). On the esti- 
mation of phosphorus in biological material. Use phenylhydrazine for 
determining minute traces of phosphoric acid by means of the colorimeter. 

MEDINGER, P., Chem.-Ztg. 39, 781 (1915); C. A. 10, 27 (1916). Detection a 
estimation ‘af traces of phosphoric acid, especially in potable water. [ 
a reagent of NH, molybdate and sty chnieg nitrate in strong HNO. 


Col- 
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GREENWALD, I., J. Biol. Chem. 21, 29 (1915). The estimation of lipoid and 
acid-soluble phosphorus in small amounts of serum. 

Mir1ar, C. E. and GaNncter, F. A., J. Ind. Eng. Chem. 7, 619 (1915); J. Chem. 
Soc. 108, ii, 649 (1915). Colorimetric estimation of phosphorus in soil 
extracts. Use Veitch’s method as modified by Schreiner and Brown. Results 
satisfactory. 


GREENWALD, I., J. Biol. Chem. 25, 431 (1916). The nature of the acid-soluble 
phosphorus of serum. Total “‘acid soluble” phosphorus determined colori- 
metrically. 


Arny, H. V. and Rie, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 1146 
(1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arny and 
Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug. 1915. Color 
standards and colorimetric assays. Use colored solutions of CoCl.-6H,O, 
FeCls-6H20, CuSO,-5H:O to prepare standard color solutions. Use NH, 
molybdate reagent for P. 

How.anp, J., Harsster, F. H. and Marriott, W. McK., Proc. Am. Soc. 
Biol. Chem., J. Biol. Chem. 24, xviii (1916). The use of a new reagent for 
microcolorimetric analysis as applied to the determination of calcium and 
of inorganic phosphates in the blood serum. Use Fe(CNS); method. See 
abstract of this reference under Calcium. 


Marriott, W. McK. and Haesster, F. H., J. Biol. Chem. 32, 241 (1917). 
' A micro method for the determination of inorganic phosphates in the blood 
serum. Use ferric thiocyanate, 


Van Eck, P. N., Pharm. Weekblad 55, 1037 (1918); J. Chem. Soc. 114, ii, 370 
(1918). Colorimetric estimation of phosphoric acid in potable water. Uses 
SnCl,. Blue coloration obtained. 

Sato, A., J. Biol. Chem. 35, 473 (1918). A rapid micro method for the deter- 
mination of phosphate and total phosphorus in urine and stools. Uranium 
phosphate. 

Broor, W. R., J. Biol. Chem. 36, 33 (1918). Methods for the determination of 
phosphoric acid in small amounts of blood. Uses strychnine molybdate re- 

* agent. 

FrIGcL, J., Biochem. Z. 92, 39 (1918). 

Scur6pErR, R., Stahl u. Eisen 38, 316 (1918); C. A. 14, 1795 (1920). Colori- 
metric determination of phosphorus in steel. A yellow solution of phospho- 
vanadio-molybdate is formed. 

Krermann, H., Kolloid-Z. 27, 236 (1920). Uber die Bestimmung der Phos- 

- phorsiure, Inaugural-Dissertation (Berlin, 1919). 

KiernmMann, H., Biochem. Z. 99, 37 (1919). Uranium phosphate method. 

K1ieINMANN, H., Biochem. Z. 99, 42 (1919). Studies the influence of NH,Cl, 
NaCl, HCl, and H,SO, on the colorimetry of P, Mo, and V compounds. 

KLEINMANN, H., Biochem. Z. 99, 60, 61 (1919). 

KLEINMANN, H., Biochem. Z. 99, 115, 150 (1919). 

Bett, R. D. and Dotsy, E. A., J. Biol. Chem. 44, 55 (1920); C. A. 14, 3685 
(1920). Rapid colorimetric methods for the determination of phosphorus 


Bi 
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in urine and blood. Use (NH,)2Mo0,, hydroquinone, and NazCO;-Na:SO; 
solution. 

D£BOURDEAUX, L., Bull. sci. pharmacol. 27, 70 (1920); J. Chem. Soc. 118, ii, 505 
(1920); C. As 14, 1796 (1920). Modifies Denigés’ strychnine-molybdate 
reagent in order to detect phosphate in the presence of barium. 

GreécorrE, A., Bull. soc. chim. Belg. 29, 253 (1920); C. A. 16, 2093 (1922). 
Uses molybdic acid-quinine reagent. 

Bioor, W. R., with the assistance of E. D. FARRINGTON, J. Biol. Chem. 45, 171 
(1920-21). Blood phosphates in the lipemia produced by acute experimental 
anemia in rabbits. Modifications of methods in J. Biol. Chem. 36, 33 (1918). 

Jones, M. R. and Nye, L. L., J. Biol. Chem. 47, 321 (1921). The distribution 
of calcium and phosphoric acid in the blood of normal children. Phosphoric 
acid by Bloor’s method with few minor changes. 

Fiske, C. H., J. Biol. Chem. 49, 171 (1921). Inorganic phosphate and acid 
excretion in the post absportive method. Inorganic phosphate by Bell- 
Doisy method. 

Lizins, J. L., Pharm. J. 106, 478 (1921); J. Chem. Soc. 120) 1) 513 (1921). 
Estimation of small quantities of phosphates in glycerophosphates. Uses 
NH, molybdate and HNO;. 

FLorEnTIN, D., Ann. chim. anal. 8, 295 (1921); J. Chem. Soc. 120, ii, 707 
(1921); Analyst 46, 511 (1921). Estimation. of phosphates in waters. . Uses 
NH, molybdate in H.SO,, and SnCl,. Blue color obtained. 

SNELL, F. D., Colorimetric Analysis, p. 121, D. Van Nostrand Co., New York, 
1921. Determination of phosphorus as the phosphomolybdate. 

SNELL, F. D., ibid., p. 122, 1921. Determination of phosphorus, separated by 
precipitation as MgNH 4PQ,. 

Myers, B. A. and Suevxy, M.C., J. Lab. Clin. Med. 7, 176 (1921-22). The 
estimation of inorganic phosphorus in blood plasma by the method of Bell 
and Doisy. 

TISDALL, F. F., J. Biol. Chem. 60, 329 (1922); C. A. 16, 1441 (1922). A rapid 
colorimetric method for the quantitative determination of the inorganic 
phosphorus in small amounts of serum. 

Dents, W. and MrysEnsue, L. von, J. Biol. Chem. 52, 1 (1922). Note on a 
possible source of error in the Bell-Doisy method for the determination of 
phosphates in blood plasma. 

Briccs, A. P., J. Biol. Chem. 53, 13 (1922); C. A. 16, 3493 (1922). A modifi- 
cation of the Bell-Doisy phosphate method. Uses (NH4)2MoO, in H2SO,, 
Na.SO3;, and hydroquinone. — 

Ranptes, F. S. and Knupson, A., J. Biol. Chem. 53, 53 (1922). Estimation of 
lipoid phosphoric acid (“‘lecithin’’) in blood by application of the Bell and 
Doisy method for phosphorus. 

Doisy, E. A., Eaton, E. P. and Cuouxe, K. S., J. Biol. Chem. 58, 61 (1922). 
Buffer systems of blood serum. Phosphate by Bell-Doisy method. 

Losana, L., Giorn. chim. ind. applicata 4, 60 (1922); C. A. 16, 2463 (1922); 
Analyst 47, 226 (1922); J. Soc. Chem. Ind. 41, sacs (1922). Metho ba 


* 
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on the blue reduction product formed when (NH,)3;PO4-12MoO; 1s treated 
with hot Na2S2O; solution. 

Misson, G., Ann. chim. anal. chim. appl. 4, 267 (1922); Bull. soc. chim. Belg. 
31, 222 (1922); C. A. 17, 41 (1923); J. Soc. Chem. Ind. 41, 731A (1922). 
Colorimetric determination of phosphorus in minerals and in coke. Uses 
KMn0O,, Na2Oz (in dilute HNO;), NH, vanadate, and NH, molybdate. 

BAuMANN, E. J., Proc. Soc. Exptl. Biol. Med. 20, 171 (1922); J. Chem. Soc. 126, 
ii, 58 (1924). Determination of organic phosphorus. Uses the Bell and 
Doisy method. H202 and H2SO, also employed to avoid loss of P due to 
volatilization. 

SJOLLEMA, B. and GIETELING, H., Chem. Weekblad 20, 658, 670 (1923); C. A. 
18, 644 (1924). Modification of the colorimetric determination of phosphoric 
acid according to Bell-Doisy-Briggs. 

Totstot, E., J. Biol. Chem. 55, 157 (1923). The inorganic phosphorus of the 
serum and plasma of ninety-one normal adults as determined by the Bell and 
Doisy method. 

Denis, W., J. Biol. Chem. 55, 171 (1923). On the selective action of the kidney 
as regards the excretion of inorganic salts. Bell-Doisy phosphate method, etc. 

BauMAnn, E. J. and Hotty, O. M., J. Biol. Chem. 55, 457 (1923). Lipoid 
phosphorus by method similar to that of Randles and Knudson. 

BuELL, M. V., J. Biol. Chem. 56, 97 (1923). On the phosphorus compounds in 
normal blood. Bloor’s methods. 

NEUHAUSEN, B. S. and Pincus, J. B., J. Biol. Chem. 57, 99 (1923). A study of 
the condition of several inorganic constituents of serum by means of ultra- 
filtration. Phosphate by Briggs’ modification of the Bell-Doisy method. 

SEVRINGHAUS, E. L., J. Biol. Chem. 57, 181 (1923). 

SyorteMA, B., J. Biol. Chem. 57, 255 (1923). The influence of cod liver oil 
upon calcium and phosphorus metabolism. Phosphorus by Briggs’ method 
and nephelometrically. 

Hammer, F. S., J. Biol. Chem. 57, 285 (1923). Phosphorus by the Bell-Doisy 
method. 

Pincus, J. B. and Kramer, B., J. Biol. Chem. 57, 463 (1923). Comparative 
study of the concentration of various anions and cations in cerebrospinal 
fluid and serum. Phosphorus by Briggs’ method. 

STEENBOCK, H., Hart, E. B., Jones, J. H. and Brack, A., J. Biol. Chem. 58, 
59 (1923-24). Phosphate by the Bell-Doisy-Briggs method. 

Kucermass, I. N. and Roruwe tt, C., J. Biol. Chem. 58, 643 (1923-24). The 
direct determination of the secondary phosphate. Duplicate determinations 

_ by Briggs’ method. 

Briccs, A. P., J. Biol. Chem. 59, 255 (1924); C. A. 18, 2183 (1924); J. Soc. 
Chem. Ind. 43, B581 (1924). Method based on the formation of phospho- 
molybdic acid and its subsequent reduction by quinol and sulfur dioxide. 
A stable blue color results. 

Baumann, E. J., J. Biol. Chem. 59, 667 (1924). On the estimation of organic 
phosphorus. Uses molybdic acid and hydroquinone solutions. 

SALVESEN, H. A., Hastincs, A. B. and McIntTosu, J. F., J. Biol. Chem. 60, 


& 
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311 (1924). Blood changes and clinical symptoms following oral adminis- : 
tration of phosphates. Phosphates by Tisdall’s method. f 


SALVESEN, H. A., Hastines, A. B. and McIntosh, J. F., J. Biol. Chem. 60, 
327 (1924). The effect of the administration of calone salts on the inor- | 
ganic composition of the blood. Phosphates by Tisdall’s method. 


TrerapA, Y., Biochem. Z. 145, 426 (1924). Precipitates with HNO; solution, | 
NHsg PD elyodate and strychnine nitrate; dissolves the precipitate in Na:CO,_ 
solution and heats with phenylaydewziee hydrochloride. Red coloration — 
produced. 


BENEDICT, S. R. and TuE!s (Miss) R. C., J. Biol. Chem. 61, 63 (1924). A mod- 
ification of the molybdic method for the determination of inorganic phos-— 
phorus in serum. Use trichloracetic acid, molybdic acid reagent, a solution — 
containing 15 g. sodium bisulfite and 0.5 g. of hydroquinone in 100 cc. | 


Daric, J., Bull. soc. chim. 35, 409 (1924); C. A. 18, 2661 (1924). Uses method — 
of Copaux. | 


EssINGER, R. and Gy6rey, P., Biochem. Z. 149, 339 (1924). The colorimetric 
estimation of inorganic phosphorus in serum. ‘In serum obtained by spon-— 
taneous clotting, the Tisdall (1), Bell-Doisy (2) and Marriott and Haessler 
(3) methods gave concordant results for inorg. P. In markedly hemolyzed 
serum or in serum obtained by whipping, the alk. reaction of the last-men- 
tioned method sets free phosphate from the blood cells, which is not estd. 
by the first 2 methods.” G. E. Simpson, C. A. 19, 2219 (1925). 


RimincTon, C., Biochem. J. 18, 1297 (1924); J. Chem. Soc. 128, i, 183 (1925). 
The rate of color production in Briggs’ method is slower in the presence of 
(NH,)2SO, and other salts, but the final depth of color is the same. 

Martianp, M. and Rostson, R., Biochem. J. 18, 765 (1924); J. Chem. Soc. 
126, ii, 626 (1924); C. A. 18, 3399 (1924). Determination of phosphorus in 
blood. Use Briggs’ modified Bell-Doisy method but substitute a 5 per cent 
NH, molybdate solution for Briggs’ molybdate solution. 

STEENBOCK, H., Hart, E. B. and Jones, J. H., J. Biol. Chem. 61, 775 (1924). 
Organic phosphorus by the Briggs-Bell-Doisy method. 

Cuen, K. K., Mrrx, W. and Brap ey, H. C., J. Biol. Chem. 61, 807 (1924). 
Inorganic phosphorus by the Briggs-Bell-Doisy method. 

YouncBurc, G. E. and Pucuer, G. W., J. Biol. Chem. 62, 31 (1924-25). Ana- 
lytical methods and observations on the organic phosphorus of the urine. 
Application of the Bell-Doisy method. 

McCvusxey, (Miss) K. L., J. Lab. Clin. Med. 10, 143 (1924-25). A modifica- 
tion of the Bloor method for blood phosphates. == 

Wuirenorn, J. C., J. Biol. Chem. 62, 133 (1924-25). A method for the deter- 
mination of lipoid phosphorus in blood and plasma. Uses sodium sulfite, 
acid molybdate and hydroquinone. 

GREENWALD, I., Samet, J. and Gross, J., J. Biol. Chem 62, 397 (1924-25). 
Inorganic phoephnte by the Bell-Doisy method. | 

AcKERSON, C. W., BuisH, M. J., and Musseut, F. E., J. Biol. Chem. 63, 75 
(1925). A Scud of the phosphorus, calcium, and alleali reserve of the 
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blood sera of normal and rachitic chicks. Phosphorus by the Briggs-Bell- 
Doisy method. 

Fiske, C. H. and Soxuey, S. S., J. Biol. Chem. 63, 309 (1925). Phosphate by 
Briggs’ method. 

GREENWALD, I., J. Biol. Chem. 63, 339 (1925). Bell-Doisy method for phos- 
phate. 

Cort, C. F. and Cort, G. T., J. Biol. Chem. 64, 11 (1925). Inorganic phos- 
phates by the Briggs-Bell-Doisy method. 

Cottip, J. B. and Crark, E. P., J. Biol. Chem. 64, 485 (1925). Phosphorus 
and magnesium by Briggs’ method. 

Hess, A. F. and Herman, F. D., J. Biol. Chem. 64, 781 (1925). The phos- 
phatide and total phosphorus content of woman’s and cow’s milk. ‘Tisdall’s 
method for phosphorus: K,Fe(CN).. 

Morcutis, S. and BArkvus, O., J. Biol. Chem. 65, 1 (1925). Inorganic P by the 
Bell-Doisy method. Lipoid P by Bloor’s method. 

HaAmitton, B., J. Biol. Chem. 65, 101 (1925). Inorganic phosphates by Briggs’ 
method. 

Hort, L. E., Jr., with the assistance of I. GirrtEMAN, J. Biol. Chem. 66, 23 
(1925). The solubility of tertiary calcium phosphate in cerebrospinal fluid. 
P by Briggs-Bell-Doisy method. 

Cajori, F. A., CroutEer, C. Y. and PEmBeErton, R., J. Biol. Chem. 66, 89 

. (1925). Inorganic P by Briggs’ method. 

GREENWALD, I. and Gross, J., J. Biol. Chem. 66, 185 (1925). Inorganic phos- 
phate by the Briggs-Bell-Doisy method. 

Fiske, C. H. and Supsarow, Y., J. Biol. Chem. 66, 375 (1925). Use ammo- 
nium molybdate, 10 per cent trichloracetic acid, sodium bisulfite, and amino- 
naphtholsulfonic acid. 

DutcHer, R. A., CretcuTron, M. and Rorurock, H. A., J. Biol. Chem. 66, 401 
(1925). Use method of Benedict and Theis. 

Rok, J. H., Irtsu, O. J. and Boyn, J. I., J. Biol. Chem. 67, 579 (1926). A study 
of the molybdic oxide colorimetric method for the estimation of the phos- 
phorus compounds of the blood. 

YosuimaTsu, S., Téhoku J. Exptl. Med. 7, 553 (1926); C. A. 20, 3711 (1926). 
Colorimetric method for the determination of chlorides, inorganic sulfates, 
and inorganic phosphates in small amounts of blood. 

Hawk, P. B. and Berceim, O., Practical Physiological Chemistry, 9 ed., P. Blak- 
iston’s Son and Co., Philadelphia, 1926. Determination of inorganic phos- 
phate in blood, pp. 403-406; in urine, pp. 776-777. 

Hawk, P. B. and Bercem, O., ibid., 1926. Determination of lipoid phosphorus 
(lecithin) in blood, pp. 395-396. 

LonsTEIN, I., S. African J. Sci. 23, 188 (1926); C. A. 21, 2161 (1927). Rapid 
colorimetric determination of phosphorus in soils and vegetation. 

Loumann, K. and Jenprassik, L., Biochem. Z. 178, 419 (1926); C. A. 21, 
1286 (1927). Colorimetric determination of phosphoric acid in muscle 
extract. 
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Atxins, W. R. G. and Witson, E. G., Biochem. J. 20, 1223 (1926); C. A. 21, 
1778 (1927). Colorimetric estimation of minute amounts of compounds 
of silicon, of phosphorus and of arsenic. 


Picric Acid. 

CHRISTEL, G., Chem. News 50, 60 (1884); Am. J. Pharm. 58, 212 (1884); 
Arch. der Pharm. [3] 21, 190. Detection and determination of picric acid. 
Uses KCN to form phenylpurpuric acid from the substance under examina- 
tion and matches the color against a standard picric acid solution similarly 
treated with KCN. 

RIcHARDSON, F. W., J. Soc. Chem. Ind. 33, 13 (1917); C. A. 11, 1383 (1917). 
Estimation of free sulfuric, nitric and picric acids in presence of each other. 
Uses the Lovibond tintometer for the picric acid, HNO; estimated by the 
phenoldisulfonic acid method, and total acidity by using Me-red. 

Laport, X., Bull. soc. pharm. Bordeaux, No. 3, 1917; from Ann. chim. anal. 28, 
64 (1918); J. Chem. Soc. 114, ii, 179 (1918). Colorimetric estimation of 
picric acid and its derivatives in body fluids. Uses ferrous sulfate-tartaric 
acid reagent and ammonia. 


Pigments, Bile. 


SABATINI, G., Klin. Wochschr. 2, 2031 (1923); Chem. Zentr. 1924, i, 1425. 
Determination of bile pigments in urine. 


Pigments, Blood. 
StapiE, W. C., J. Biol. Chem. 41, 237 (1920). 
Pinolin. 

GRIMALDI, C., Chem.-Ztg. 31, 1145; C. A. 2, 977 (1908). <A color reaction is 
described which permits the detection of 5 per cent of pinolin or rosin spirit 
mixed with turpentine oil or 10 per cent mixed with pine tar oil. A second 
color reaction described is a modification of the Halphen test for rosin in 
wood spirit (J. pharm. chim. 1902, 408). The reagent consists of 3 cc. 
bromine dissolved in CCl, to make 15 cc. With this reagent it is possible 
to detect less than 1 per cent of pinolin. 


Pitch. 


Leo, K., Chem.-Ztg. 33, 359 (1909); Analyst 34, 286 (1909). The colorimetric 
estimation of pitch in fuel briquettes. A rapid colorimetric method based 
upon the fact that benzene dissolves the bitumen in pitch, forming a brown 
solution, the intensity of the color of which is proportional to the amount 
of bitumen. : = 


Platinum. 
Mincaye, J. C. H., Records Geol. Survey N. S. Wales 8, 276 (1909). Uses 
SnCl, or KI. As little as 0.06 g. Pt per ton may be estimated. 
ARDAGH, E. G. R., SEABORNE, F. S. and Grant, N. S., Can. Chem. Met. 8, 117, 
140 (1924); C. A. 18, 2664 (1924). The colorimetric determination of 
platinum by potassium iodide. Red color due to PtI,~~ ions, 
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Potassium. 


MorreEtt, T. T., J. Am. Chem. Soc. 2, 145 (1880). Suggests the use of PtCl, 
to estimate minute quantities of potassium based upon the following reaction: 
6KI + PtCl, — K2PtIls + 4KCl. No experimental data given. A_ red 
coloration obtained. 

Mvyutus, F. and Foerster, F., Z. anal. Chem. 31, 250 (1892). 


Hit, L. A., J. Am. Chem. Soc. 25, 990 (1903); J. Soc. Chem. Ind. 22, 1152 
(1903). K precipitated by chlorplatinic acid as K chlorplatinate and the 
latter reduced by SnCl, in presence of free HCl. Sensitive to 1 part of K,O 
per million of solution. 


CAMERON, F. K. and Farryer, G. H., J. Am. Chem. Soc. 25, 1063 (1903). The 
determination of small amounts of potassium in aqueous solutions. K_ pre- 
cipitated as K platinic chloride and excess of KI added to the washed pre- 
cipitate. A pink to rose color develops. 

Ortow, N. A., Farmaz. J. 42, 1737 (1903); Chem.-Ztg. Rep. 28, 36; Analyst 
29, 201 (1904). On the quantitative determination of potassium in mineral 
waters. A modification of Hill’s method, J. Am. Chem. Soc. 25, 990 (1903). 
Acidifies K,PtCl, solution with HCl and adds KI. 

SNELL, F. D., Colorimetric Analysis, p. 83, D. Van Nostrand Co., New York, 
1921. Potassium by determination of the potassium platino chloride by 
reduction with SnCl. 

SNELL, F. D., ibid., p. 85, 1921. Potassium as the chlorplatinate by KI. 

Yosutmarsu, S., Tohoku J. Exptl. Med. 8, 174 (1926). Determination of potas- 
sium with 0.2 cc. of blood. ‘“K is pptd. as K cobaltinitrite either in the 
AcOH soln. of the blood ash or in undild. serum, by the addn. of an excess of 
Na cobaltinitrite. The ppt. is dissolved in HNO; and then reduced by the 
addn. of dimethylglyoxime and Na.S. The color thus developed is applied 
colorimetrically. The results on 0.2 cc. of blood or 1 cc. of serum are within 
Speaeent, L.W.R., C. A. 21, 1133 (1927). 


Protein. (See also Albumin.) 

LintnER, C. J., Z. ges. Brauw. 30, 293; C. A. 1, 2741 (1907); J. Soc. Chem. Ind. 
26, 705 (1907). Colorimetric estimation of the protein of barley by Millon’s 
reagent. 

Kantor, J. L. and Grits, W. J., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 9, 
xvii (1909). Additional experiments with the Biuret reagent. Colorimetric 
quantitative determinations of protein. 

AUTENRIETH, W. and Mink, F., Miinch. med. Wochschr. 62, 1417 es Chem. 
Zentr. 1265 (1915). Ulnar proteins. 

FRANKEL, E. M., J. Biol. Chem. 26, 31 (1916). A comparative study of the 
behavior of purified proteins towards proteolytic enzymes. 

Boon, M. and Pomaret, M., Compt. rend. soc. biol. 84, 354 (1921); Ber. ges. 
Physiol. exptl. Pharmakol. 7, 211 (1921). A turbidimetric standard for 
protein determination of spinal fluids. 

Wu, H., J. Biol. Chem. 61, 33 (1922); C. A. 16, 2157 (1922). A new colori- 
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metric method for the determination of plasma proteins. Uses phospho- 
molybdictungstic acid. 

Swanson, W. W., J. Biol. Chem. 62, 565 (1924-25). Plasma proteins by Wu’s 
method. 

Hawk, P. B. and Bercem, O., Practical Physiological Chemistry, 9 ed., P. Blak- 
iston’s Son and Co., Philadelphia, 1926. Determination of blood proteins, 
pp. 398-400; proteins in urine, pp. 756-757. 


Prussian Blue. 


Knicut, G. W., J. Ind. Eng. Chem. 6, 909 (1914). 
Quinine. 

Roy, A. C., Indian J. Med. Research 14, 129 (1926). The estimation of minute 
quantities of quinine in the blood. ‘‘Tanret’s reagent does not give good 
results in concns. higher than 0.025 mg. in5 cc. Wagner’s reagent gives too 
deep a yellow for delicate comparisons. ‘An acidified 0.01 N I soln. gives 
very good results in detecting a difference of 0.002 mg. in the alkaloid contents 
between the ranges of 0.045 mg. in 5 cc. to 0.03 mg. in 5 cc. and a difference 
of 0.001 mg. between 0.03 and 0.001. With 5 cc. as total volume, even the 
presence of 0.0005 mg. can be detected when matched against 5 cc. of a satd. 
(NH;)2SO, soln. With 2 cc. as total vol., the presence of 0.0001 mg. can be 
detected.’” FF. Krasnow, C. A. 21, 111 (1927). 


Rhodium. 


Ivanov, V. N., J. Russ. Phys.-Chem. Soc. 49, 601; 50, 460 (1917-18); C. A. 
18, 1448 (1924); Z. anal. Chem. 64, 408 (1924). A new reaction for rhodium 
and a colorimetric method for its estimation. Aqueous solutions of Rh salts 
give, when mixed with SnCl:, heated to boiling, and cooled, brown, colloidal 
solutions of the metal (similar to those of Au and Pt) which develop a fine 
crimson color on standing. Compare tint with standards similarly prepared. 
Can detect 0.0005 g. Rh per liter. 

Saccharine. 

Bioor, W. R., J. Biol. Chem. 8, 227 (1910-11). A method for determination 
of saccharine in urine. Uses phenol-sulfonic acid. Saccharine probably trans- 
formed into phenol-sulfonaphthalein or sulfurein. A yellow colored solution 
is obtained. 

WakeMmaAN, A. J., J. Biol. Chem. 8, 233 (1910-11). Estimation of saccharine in 
urine and feces. Uses ethyl acetate as a solvent instead of benzol, and 
lead acetate in the place of sodium acetate. (Cf. Bloor, J. Biol. Chem. 8, 
227 (1910-11). _ 

Saffron. 
Vinassa, E., ae Pharm. 230, 353 (1892). 


Salicylic Acid. 


Moter, Analyst 1, 193 (1876). Uses FeCl. 
Rémont, A., J. phar. chim. July, 1881; Chem. News 44, 226 iss Deter- 
mination of salicylic in beverages. ' 
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PELLET, H. and GroBeErt, J. DE, Chem. News 44, 168 (1881); Compt. rend. 
No. 5, Aug. 1, 1881. Colorimetric determination of salicylic acid in alimen- 
tary substances. Use FeCl;. 

PELLET, H. and GroBert, M. pr, Rev. des Ind. et des Sci. Chim. et Agri. No. 
53, 1882; Chem. News 45, 264 (1882). Determination of salicylic acid in 
alimentary substances. Use FeCl). 

JoRISSEN, Bull. acad. roy. sci. Lettres Beaux arts Belg. [3] 8, 259 (1882). Uses 
KNO, or NaNOs, HAc, and CuSO, and heats. Red color produced if sali- 
cylic acid is present. 

Rémont, A., Compt. rend. 95, No. 18 (1882); Chem. News 46, 243 (1882). 
Rapid process for the determination of salicylic acid. Uses FeCl. 

HEINZELMANN, G., Z. Spiritusind. 7, 996 (1884); Analyst 10, 77 (1885). The 
determination of salicylic acid in urine. Uses FeCl:. 

Ince, W. H., Am. J. Pharm. 59, 523 (1887). Determines salicylic acid in wines. _ 

FREHSE, J. pharm. chim. [5] 14, 507; Z. anal. Chem. 26, 749 (1887); Chem. 
News 57, 262 (1888); J. Soc. Chem. Ind. 6, 148 (1887). Uses FeCl. 

Exton, H., Z. anal. Chem. 31, 96 (1892); Chem. News 65, 192 (1892). Deter- 
mination of salicylic acid in beer and similar liquids. Extracts with ether 
and uses FeCl. 

Spica, M., Gazz. chim. ital. 25, i, 207 (1895). Detection of salicylic acid in 
wines. Uses FeCl. a he 

Frever, F., Chem.-Ztg. 20, 820 (1896); Analyst 22, 39 (1897). Estimation of 

salicylic acid and its detection in wine, beer, etc. Uses FeCl. 

FRESENIuS, W. and Griinuvt, L., Z. anal. Chem. 38, 292 (1899); Analyst 25, 19 
(1900). A critical examination of the methods of quantitatively determining 
salicylic acid. Says FeCl; colorimetric method can only be used when less 
than 2 mgs. of salicylic acid are present. 

PELLET, H. and GRroBERT, S. DE, Bull. Assocn. chim. sucr. dist. 20, 289 (1902); 
J. Soc. Chem. Ind. 21, 1416 (1902). Salicylic acid in wines, etc. Use H2SO, 
and FeCl;. 

Harvey, S., Analyst 28, 2 (1903); J. Chem. Soc. 84, ii, 248 (1903). Uses 1 
per cent solution of iron alum. Will detect 1 part of salicylic acid in 3,000,000 
parts of water. 

MontTAnarI, C., Gazz. chim. ital. 34, i, 290 (1904); J. Chem. Soc. 86, ii, 522 
(1904). Uses FeCl; and also the production of picric acid and action of 
latter on white wool. 

Harry, F. T. and Mummery, W. R., Analyst 30, 124 (1905); J. Chem. Soc. 88, 
ii, 426 (1905); J. Soc. Chem. Ind. 24, 514 (1905). Colorimetric estimation of 
salicylic acid in foodstuffs. Uses FeCl. 

Dusors, W. L., J. Am. Chem. Soc. 28, 1616 (1906). Determination of salicylic 
acid in canned tomatoes, catsups, etc. Uses a few drops of 2 per cent ferric 
alum solution. 

Revis, C. and PAyng, G. A., Analyst 32, 286 (1907). J. Chem. Soc. 92, ii, 823 
(1907). Estimation of salicylic acid in milk and cream. After a lengthy 
treatment, the usual iron alum method is used. Boric and benzoic acids do 


not interfere, 
4 


a 
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Gress, H. D., J. Am. Chem. Soc. 30, 1467 (1908); also in Philippine J. Sci. 
1908, with additional data. Separation and determination of salicylic acid 
and methyl salicylate in foods, etc. Uses method described in U. S. Dept. 
Agr., Bur. Chem., Bull. 107 (1907), p. 180. 

BicELow, W. D., U. S. Dept. Agr., Bull. 122 (1909), p. 64. Estimation of 
salicylic acid in wine. For small amounts, uses FeCl. 

SHERMAN, H. C., J. Ind. Eng. Chem. 2, 24 (1910). A source of error in the 
examination of foods for salicylic acid. FeCl; test not reliable since maltol. 
gives the same violet color as salicylic acid. Jorissen’s test is satisfactory. 
A distinct reddish color is given at a dilution of 1 : 200,000. Gives a number 
of references to the use of Jorissen’s test: KNO. or NaNO2, HAc, CuSO, 
and heat to boiling. Red color produced if salicylic acid is present. | 

Cassat, N. C., Chem. News 101, 289 (1910); J. Soc. Chem. Ind. 29, 835 (1910). 
Salicylic acid in wines, etc. Uses iron alum. 

SnerRMAN, H. S. and Gross, A., J. Ind. Eng. Chem. 3, 492 (1911); C. A. 5, 2792 
1911); J. Chem. Soc. 102, ii, 395 (1912). FeCl; test simple and delicate but 
not characteristic. Authors’ method detects as little as 0.005 to 0.01 mg. 
salicylic dissolved in pure water. Uses Na or KNO2, HAc, and CuSQO,. 

Scuort, F., Z. Nahr. Genussm. 22, 727; C. A. 6, 725 (1912); cf. Sherman and 
Goss, C. A. 5, 2792. Colorimetric estimation of salicylic acid and copper. 
The Jorissen reaction is used. 10 mg. salicylic acid per liter give a comparable 
color. 0.01 mg. Cu may be determined. Sucrose, glucose, lactose, invert 
sugar and traces of Fe do not interfere, but free mineral acids, tartaric and. 
citric acids, and large amounts of Fe do. 

SAUERLAND, F., Biochem. Z. 40, 67 (1912). Uses ferric alum. 

Heintz, W. and Limprict, R., Z. Nahr. Genussm. 25, 706 (1913); J. Chem. Soc. 
104, ii, 737 (1913). Detection and estimation of salicylic acid in fruit juices. 
Use FeCl. 

SERGER, H., Z. Nahr. Genussm. 27, 319 (1914); Analyst 89, 219 (1914). Esti- 
mation of salicylic acid in jams. Use FeCl. 

THOBURN, T. W. and Hanziik, P. J., J. Biol. Chem. 23, 163 (1915). The 
salicylates. II. Methods for the quantitative recovery of salicyl from urine 
and other body fluids. 

Craasz, M., Arch. Pharm. 253, 360 (1915). On the salicylic-ferric chloride 
reaction. Claims following compound is formed: 


fe) 
jre(cang a Cy. 


Cf. Hantzsch and Desch, Z. anal. Chem. 55, 547 and 49, 227, who claim th 
constitution to be: 


HOOC-C,H,-O-Fe(OH)-O-C,H.-COOH. 


Arny, H. V. and Rive, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 
1146 (1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arn 
and Pickhardt, Drug. Circ. 68, 131 (1914) and J. Franklin Inst. Aug. 1915 
Color standards and colorimetric assays. Use colored solutions 
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CoCl,:6H20, FeCls-6H20, CuSO.-5H;O to prepare standard color solutions. 
Use method of Bull. 107, Bur. of Chem., U. S. Dept. Agr. 

FRESENIuS, W. and Grtnuvt, L., Z. anal. Chem. 60, 257 (1921); J. Chem. Soc. 
120, ii, 602 (1921). Detection and estimation of salicylic acid in wine. Use 
FeCl. 

SNELL, F. D., Colorimetric Analysis, p. 140, D. Van Nostrand Co., New York, 
1921. Determination of salicylic acid by Fehling’s solution. 


salvarsan. 
Kotts, A. C. and Youmans, J. B., Bull. Johns Hopkins Hosp. 34, 149 (1923); 
J. Chem. Soc. 124, ii, 800 (1923); C. A. 17, 2433 (1923). A colorimetric 
method for the estimation of salvarsan in blood and tissues. 


Selenium. 

MEYER, J., Z. anorg. Chem. 34, 51 (1903). Test for small amounts of selenious 
acid. Observed that Na2S.O, produces a red colloidal solution of Se. Very 
sensitive reaction for Se. 

Brunck, O., Ann. 336, 281 (1904). Test for small amounts of selenious acid. 
Uses NazS20,. 

CLENNELL, J. E., Eng. Mining J. 80, 777 (1905); Chem.-Ztg. Rep. 29, 392 
(1905). Adds Na bisulfite to Se in solution as selenite or selenocyanate. 
Extremely finely divided suspension of Se is produced. Color varies from 

orange to scarlet, depending upon conditions. Compares against a standard 
prepared under identical conditions. 

JANNEK, J. and Meyer, J., Z. anorg. Chem. 83, 73 (1913); J. Chem. Soc. 104, 
ii, 948 (1913). Use Na hyposulfite (Na2S.0,) which will detect 0.005 per cent 
SeO, in water, or 0.002 per cent in concentrated H.SOx.. 

JANNEK, J. and Mever, J., Z. anorg. Chem. 83, 75 (1913); J. Chem. Soc. 104, 
ii, 948 (1913). Use KI and starch. Will detect 0.0005 mg. SeO: in 1 cc. of 
solution or 0.0025 mg. in concentrated H.SO,. 

Meyer, J. and JANNEK, J., Z. anal. Chem. 52, 534 (1913); J. Chem. Soc. 104, 
ii, 788 (1913). Detection of small quantities of selenious acid. Use Na2S.0,. 
Red color due to colloidal Se. 

MeEver, J. and Garn, W. von, Z. anal. Chem. 53, 29 (1914); J. Chem. Soc. 106, 
li, 67 (1914); J. Soc. Chem. Ind. 33, 21 (1914). Detection and estimation of 
minute traces of selenious acid. Use gum arabic, HCl, and KI. Color due 
to I and colloidal Se. H.SeO; + 4HI — 21, + Se + 3H,0. 

Scumipt, E., Arch. Pharm. 252, 161 (1914); J. Chem. Soc. 106, ii,~672 
(1914). Detection of very small quantities of selenious acid in sulfuric acid. 
Uses codeine phosphate. Bluish-green coloration after 15 minutes. Will 
detect 0.0005 per cent selenious acid. 

SNELL, F. D., Colorimetric Analysis, p. 138, D. Van Nostrand Co., New York, 
1921. Determination of selenium as selenious acid by KI. 


ensitiveness. 
-Foikarp, C. W., Chem. News 75, 73 (1897). Note on the limit of accuracy 
attainable in colorimetry. 
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Horn, D. W., Am. Chem. J. 35, 253 (1906). Variable sensitiveness in the col- 
orimetry of chromium. I. Sensitiveness in color matching of CrO4~-~ at a 
maximum at concentrations between 0.004 N and 0.008 N. 

Horn, D. W. and BLakE (Miss) Sur A., Am. Chem. J. 36, 195 (1906). Variable 
sensitiveness in colorimetry. II. This is the second of a series of three 
papers (Horn, Am. Chem. J. 35, 253; Horn and Blak, zbid., 36, 195, 516) on 
the variable sensitiveness in colorimetry. The authors show that with equal 
equal depths ‘“‘at certain definite concentrations, the comparisons in the 
colorimetric determination of chromium can be made with greater ease and 
accuracy than at other concentrations” and it is held by them that this rela- 
tion “is a perfectly general one throughout colorimetry.” 

Horwn, D. W. and BLaxkeE (Miss) Sug A., Am. Chem. J. 36, 516 (1906); C. A. 1, 
156 (1907). Variable sensitiveness in colorimetry. III. Cu in ammoniacal 
CuSO, solutions. With 0.637 mg. Cu in 50 cc., 0.0008 mg. Cu makes a per- 
ceptible difference of color in the 50 cc. solution. A slight change in concen- 
tration in either direction causes the sensitiveness to decrease rapidly. 

We tts, R. C., J. Am. Chem. Soc. 33, 504 (1911). Sensitiveness of the colori- 
metric estimation of titanium. 

LERoy, G., Ann. fals. 10, 208 (1917); J. Chem. Soc. 112, ii, 418 (1917). Method 
of rendering more sensitive colorimetric analyses. When the amount of 
constituent present is extremely small, add a known amount to bring the con- 
centration within the best limits for comparison. 


Silica. 

Jottes, A. and Nevraty, F., Z. angew. Chem. 1898, 315; J. Chem. Soc. 74, 
ii, 455 (1898). Colorimetric estimation of silica in water. Method based 
upon the yellow coloration produced by heating silicic acid solutions with a 
HNO; solution of molybdic acid. PO, in waters is usually absent or so small 
as to be insignificant. 

SALVADORI, R. and Petrint, G., Gazz. chim. ital. 30, i, 191 (1900); J. Chem, 
Soc. 78, ii, 367 (1900). Colorimetric method for the estimation of silica in 
mineral waters. Uses molybdic acid in HNO;. Same as the method of 
Jolles and Neurath (Z. angew. Chem. 1898, 315) which was perfected by 
Woodman and Cayvan [J. Am. Chem. Soc. 28, 96 (1901)]. 

Woopman, A. G. and Cayvan, L. L., J. Am. Chem. Soc. 28, 96 (1901). The 
determination of phosphate in potable waters. Study the effect of SiO. on 
the NH, molybdate-HNO; method for PO. 

Veitcu, F. P., J. Am. Chem. Soc. 25, 169 (1903). On the colorimetric deter- 
mination of small quantities of phosphoric acid and of silica. Uses NH, 
molybdate and HNO;. Both PO, and SiO, give a yellow coloration but there 
is a difference in the rate of reaching the maximum intensity of color. _ 

SCHREINER, O., J. Am. Chem. Soc. 25, 1056 (1903).. Uses NH, Oat one 
HNO;. 

WINKLER, L. W., Z. angew. Chem. 27, 511 (1914); J. Chem. Soc. 108, ii, 373 
(1915). Batimation of silicic acid in natural waters. Uses NH, amebdate 
and HCl. 
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SNELL, F. D., Colorimetric Analysis, p. 124, D. Van Nostrand Co., New York, 
1921. Determination of silica by ammonium molybdate in the presence of 
phosphorus. 

Drénert, F. and WANDENBULCKE, F., Compt. rend. 176, 1478 (1923); J. Chem. 
Soc. 124, ii, 507 (1923). The estimation of silica in waters. Based upon 
the yellow coloration produced by NH, molybdate with silica in solution. 
Since silica in colloidal suspension does not give the molybdate reaction, col- 
loidal and non-colloidal silica may thus be differentiated. 

Isaacs, M. L., Bull. soc. chim. biol. 6, 157 (1924). Colorimetric determination 
of silicon in tissues. Used NH, molybdate and reduced the resulting 
silicomolybdate to a deep blue compound by the addition of sodium sulfite. 
Was able to determine as little as 0.5 mg. of Si in 100 g. of dried tissue. Since 
only a 0.5 g. sample of tissue was used for ashing, Isaacs’ colored solution 
contained only 0.0025 mg. of SiOz or 0.00115 mg. of Si. 

BERTRAND, Bull. soc. chim. biol. 6, 656 (1924). Determination of silicon in 
animal tissues. Uses Isaacs’ sodium sulfite method and severely criticises 
it. Says under the same conditions of this method phosphate would give a 
phosphomolybdate and that this also would be reduced by sodium sulfite to 
give a blue colored solution. 

Atkins, W. R. G. and Witson, E. G., Biochem. J. 20, 1223 (1926); C. A. 21, 
1778 (1927). Colorimetric estimation of minute amounts of compounds of 
silicon, of phosphorus and of arsenic. 

Foutrcer, J. H., J. Am. Chem. Soc. 49, 429 (1927). Colorimetric determination 
of silicon in tissues by Isaacs’ method. Confirms Isaacs’ work, Bull. soc. 
chim. biol. 6, 157 (1924). Shows that “ phosphomolybdates do not give a 
blue reduction product when treated with sodium sulfite in the presence of 
acetic acid,’? and that “quantitative mixtures of silicate and phosphate do 
not give a color move intense than would be given by solutions having the 
same concentration of silicate but no phosphate.” 


Silicon. (See Silica.) 


Silver. 


Wuirsy, G. S., Z. anorg. Chem. 67, 62 (1910); J. Chem. Soc. 98, ii, 654 (1910); 
7th Intern. Congr. Appl. Chem. (London), 1909; J. Soc. Chem. Ind. 28, 749 
(1909). The detection and estimation of very small quantities of silver. 
Method based upon formation of colloidal silver by several organic com- 
pounds (such as sucrose, starch, dextrin, cellulose, and glycerol) added to Ag 
salts in NaOH solution. Dark colored solution formed. 0.000002 g. of Ag 
in 50 cc. may be detected. Ammonia must be absent, but Cu, Zn, Hg, Bi, 
Cd, and Pb have no influence if not present in sufficient quantity to produce 
a visible precipitate with the NaOH. 


* 


Skatole. — 


Herter, C. A. and Foster (Miss) M. L., J. Biol. Chem. 2, 267 (1906-7). On 
the separation of indole from skatole and their quantitative determination. 
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Use p-naphthaquinone-sodium-mono-sulfonate for indole. Use Ehrlich’s 
aldehyde reagent for skatole after separation. 

Netson, V. E., J. Biol. Chem. 24, 527 (1916). Some color reactions for indole. 
and skatole. Possibility of some quantitative methods. 


Sodium. } 
Dotsy, E. A. and BELL, R. D., J. Biol. Chem. 45, 313 (1920-21). The deter- 
mination of sodium in bloga Use alkaline tartrate, sulfanilic acid and. 
a-naphthylamine. 
Dortsy, E. A. and Bett, R. D., J. Biol. Chem. 45, 319 (1920-21). Colorimetric: 
determination of sodium in blood. . 
YOSHIMATSU, S., Tohoku J. Exptl. Med. 8, 496 (1927). Colorimetric determina- 
tion of sodium in 0.1 cc. of serum or blood. “The method involves 4 steps: 

(1) pptn. of Na as pyroantimonate, (2) sepn. of the supernatant liquid by the 
centrifuge, (3) dissolving the pyroantimonate in HCl, and (4) the conversion 

of the Sb to the sulfide by the addn. of Na2S, when the orange red color pro- 
duced is read colorimetrically. The ay. deviation of this method from 
Kramer’s method was + 3.0%.” L. W. Riggs, C. A. 21, 2145 (1927). 
: 


Soil Toxicity. 
Carr, R. H., J. Ind. Eng. Chem. 18, 931 (1921). Measuring soil toxicity, acid-' 
ity, and ete The soil is extracted with alcoholic thiocyanate solution 
and the extract treated with a few drops of logwood tincture. 


Standards. 


Jackson, D. D., Tech. Quart. 18, 314 (1900). Permanent standards for use in 
the analysis of water. 

KeEnpDAtt, L. M., Tech. Quart. 17, 277 (1904). Permanent standards in water 
analysis. ' 

Lovrzonp, J. W., J. Soc. Chem. Ind. 28, 500 (1909); C. A. 8, 2278 (1909).7 
Some requirements of a color standard. 

Arny, H. V., Am. Druggist 60, 35 (1912). Color standards. 

Arny, H. V., Proc. 8th Intern. Cong. Appl. Chem. 26, 319 (1912). Interna- 
tional standards for colored fluids. 

Arny, H. V. and Pickuaropr, E. G., Drug. Circ. 58, 131 (1914); C. A. 8, 25407 
(1914); see also J. Franklin Inst. Aug. 1915. The problem of color standard- 
ization. Develop a supplemental set of colors (CoCl;-5NH;-H.0, 
(NH,)2Cr2O7, CuSO4-5H.O) to furnish the needed blues and some of the reds. 

Arny, H. V. and Rrne, C. H., J. Franklin Inst. 180, 199 (1915); C. A. 9, 2492 
(1915). Standardized colored fluids. A continuation of the work reported 
in Drug. Circ. 58, 131. 

Arny, H. V. and Rune, C. H., J. Am. Pharm. Assocn. 4, 1294 (1915); C. A. 10, 
804 (1916). A further report on the work recorded in J. Franklin Inst. 180, 
199. 

Arny, H. V. and Rive, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 1146 
(1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arny and 
Pickhardt, Drug. Circ. 68, 131 (1914) and J. Franklin Inst. Aug. 1915. Colo 


: 


: 
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standards and colorimetric assays. Use colored solutions of CoCl.-6H:,0, 
FeCl,-6H20, CuSO.-5H2O to prepare standard color solutions. Following 
determinations are dealt with in detail: NH; (Nessler’s reagent); NOs; (phe- 
nolsulfonic acid); NO: (sulfanilic acid and naphthylamine hydrochloride) ; 
vanillin (method in Bull. 107, Bur. Chem., U. S. Dept. Agr. and also the 
Folin and Denis method, J. Ind. Eng. Chem. 4, 670 (1912); uric acid (phos- 
phomolybdic acid); salicylic acid (method of Bull. 107, Bur. Chem. U. S. 
Dept. Agr.); phosphates (ammonium molybdate reagent). 

TaKkaTA, M., Tohoku J. Exptl. Med. 1920, 1, 460; C. A. 15, 2457 (1921); 
Analyst 47, 32 (1922). Use of dyes as standards in colorimetric methods. 

Sonpen, K., Arkiv. Kemi, Mineral. Geol. 8, No.7, 10 pp. (1921); C. A. 16, 
2090 (1922); J. Chem. Soc. 122, ii, 862 (1922); J. Soc. Chem. Ind. 41, 962A 
(1922). The use of colored glasses in place of liquids in colorimetric investi- 
gations. 

MEL Lon, M. G., Proc. Indiana Acad. Sci. 1922, 164; C. A. 18, 1446 (1924). The 
use of solutions of inorganic salts as permanent color standards. 

Yor, J. H. and Encar, G., J. Phys: Chem. 27, 65 (1923). Use standardized 
cobalt blue glasses as color standards in determining the amount of an indan- 
threne dye (Ponsol Yellow G) reduced by alkaline Na2S.Ox. 

Haun, F. V. von, Z. angew. Chem. 36, 366 (1923); J. Chem. Soc. 124, ii, 657 
(1923); J. Soc. Chem. Ind. 42, 866A (1923). Colorimetric methods with the 
aid of Wilhelm Ostwald’s color standards. 

‘Arny. H. V. and Tavs, A., J. Am. Pharm. Assocn. 12, 839 (1923); C. A. 18, 
1033 (1924); J. Franklin Inst. 196, 858 (1923). Standardized colored fluids 
and some official colorimetric tests. 

Harrison, A. P., Science 57, 716 (1923). Note on preparing color standards. 

Wurerte, M. C., Eng. Contr. 62, 80 (1924); C. A. 18, 3242 (1924). Permanent 
standards for iron determinations. Shows that the cobalt chloride usually 
purchased varies in composition. Should be CoCl,-6H.20. 

Yor, J. H., J. Phys. Chem. 28, 1211 (1924). Uses standardized cobalt blue 
glasses as color standards in determining the amount of certain vat dyes 
(Ponsol Blue G, Ponsol Blue R, Ponsol Dark Blue BR, and Ponsol Violet RR) 
reduced by alkaline Na2S.0,. 


Starch. 

Ampunt, G., Chem.-Ztg. 19, 1508 (1895). 

DennstepT, M. and VoIcTLANDER, F., Forschungsb. u. Lebensmittel 2, 173 
(1895). 7 

-CasseEt, C., Z. Spiritusind. 35, 591 (1912); Chem. Zentr. 64 (1913). Colori- 
metric Method for determination of starch. 

Tuomas, W., J. Am. Chem. Soc. 46, 1670 (1924); C. A. 18, 2538 (1924). Deter- 
mination of starch and other “‘reserve” carbohydrates in plants. Use picric 
acid. 

Stercobilin. 

Gotrron, R., Compt. rend. soc. biol. 88, 60 (1920); from J. pharm. chim. 21, 
286 (1920); J. Chem. Soc. 118, ii, 399 (1920); C. A. 14, 3256 (1920). Usesa 

saturated solution of HgCl, and ammonia. Red color obtained. 


1 
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BorriEn, V., Compt rend. soc. biol. 83, 211 (1920); J. Chem. Soc. 118, ii, 52( 
(1920); C. A. 16, 1442 (1922). Goiffon’s colorimetric method for the estima: 
tion of stercobilin. Accurate estimation only possible when the substance 
has been isolated chemically pure. No method at present will do this. 


Strychnine. 

ScanpoLa, E., Chem. Zentr. 1911, I, 593; froma reprint from Boll. Soc. Med 
Chirurg. di Pavia, 1910; J. Chem. Soc. 100, ii, 553 (1911). Uses Mandelin’: 
reagent (NH, vanadate dissolved in H:SO,). Solution should not contain 
any other alkaloid but strychnine. 


Sugar. (See also Carbohydrate, Dextrose, Glucose, and Lactose.) 


Payen, Dingler’s polytech. J. 27, 372 (1828); ref. given in Z. anal. Chem. 5. 
424 (1866). Color of raw sugar, saps, and syrup in the manufacture of sugar 
also the decolorizing power of charcoal. F : 

Jounson, G., Brit. med. J. 1883, 504. On picric acid as a test for albumen 
and sugar in the urine. Uses picric acid and KOH. 

Macteop, J. J. R., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 4, xvii (1908). 
A comparison of W. Reid’s and Schenck’s methods for the estimation of sugat 
in blood. ; 

ForaILoncG, R., Bull. assocn. chim. sucr. dist. 27, 1188; C. A. 4, 2584 (1910). 
Colorimetric method for the approximate determination of small quantities 
of sugar by means of a-naphthol. - 

Wacker, L., Sitzb. Phys.-Med. Ges. Wiirtzburg, 1910; Zentr. Biochem 
Biophys. 11, 487; C. A. 5, 3086 (1911). Colorimetric method for determining 
the sugar in blood. | 

WackeER, L., Z. physiol. Chem. 67, 197 (1910); C. A. 5, 1473 (1911). A colori: 
metric method for the determination of sugar in the blood. Proposes the 
use of p-phenylhydrazinesulfonic acid and NaOH. 

ForSCHBACH and SEVERIN, Zentr. ges. Physiol. Path. Stoffw. [n. s.] 6, 54 (1911) 
C. A. 5, 2264 (1911). Colorimetric estimation of blood sugar. I. The esti: 
mation of blood carbohydrates by Wacker. 

ForscuBAcH and SEVERIN, Zentr. ges. Physiol. Path. Stofiw. 6, 177 (1911) 
C. A. 5, 2392 (1911). Colorimetric determination of sugars in the blood. 

Wacker, L., Zentr. ges. Physiol. Path. Stoffw. 6, 524; C. A. 5, 3691 (1911). 
Colorimetric determination of sugar in the blood. A response to F orschback 
and Severin. W. compares his method with that of F. and S. and finds th 
results do not agree. 

FoORSCHBACH and SEVERIN, Zentr. ges. Physiol. Path. Stoffw.-6, 665 (1911) 
C. A. 5, 3691 (1911). The application of the Autenrieth-Tesdorpf method o} 


sugar determination in urine to the quantitative determination of sugar ir 


the blood. 
AuTenrietH, W. and Miter, G., Miinch. med. Wochschr. 58, 899 (1911). 
UnveEruILL, F. P. and Fryg, M.S., J. Biol. Chem. 10, 271 (1911-12). Studie 
in carbohydrate metabolism. II. The prevention and inhibition of pancrea 
diabetes. Estimate sugar in urine with a Schmidt and Haensch 
shadow saccharimeter. 
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AUTENRIETH, W. and Funk, A., Miinch. med. Wochschr. 59, 689 (1912). 

Escute, O., Fortschritte Med. 30, 326 (1912). 

REICHER, K. and Sretn, E. H., Z. exptl. Path. Therap. 10, 533; C. A. 7, 619 
(1913). Present a defense of their colorimetric method of estimating blood 
and tissue sugar, based on the a-naphthol reaction empirically controlled. 

JArvInEN, K. K., Z. anal. Chem. 52, 14 (1913). A quantitative method for 
determining sugar in urine. Make use of the Almén-Nylander reagent 
(Z. anal. Chem. 9, 494; Z. Physiol. Chem. 50, 36; Biochem. Z. 16, 489). 

Lewis, R. C. and Benepict, S. R., Proc. Soc. Exptl. Biol. Med. 11, 57 (1913- 
14). A method for the estimation of sugar in small quantities of blood. 

Epstein, A. A., J. Am. Med. Assocn. 68, 1667 (1914). Blood sugar. Uses the 
Sahli-Gower hemoglobinometer. Modifies the method of Lewis and Bene- 
dict. 

RIEGLER, E., Z. anal. Chem. 53, 245 (1914). Colorimetric estimation of sugar 
in urine. Uses a Cu solution. Cu.O precipitated by the sugar and Cu 
estimated colorimetrically. 

AUTENRIETH, W. and Monrticny, W., Miinch. med. Wochschr. 61, 1671 (1914); 
Kolloid-Z. 21, 41 (1917); C. A. 9, 213 (1915). Determination of sugar in 
blood. 

SHAFFER, P. A., J. Biol. Chem. 19, 285 (1914). On the determination of sugar 
in blood. Colorimetric determination of cuprous oxide. 

Lewis, R. C. and BENEDICT, S. R., J. Biol. Chem. 20, 61 (1915). A method for 

the estimation of sugar in small quantities of blood. Based upon the red 
color (probably picramic acid) obtained by heating « a dextrose solution with 
picric acid and Na2COs. 

SCHAFFER, F., Jahresversamml. Schweiz. Vereins. anal. Chem., Zurich, June 5, 
1915; through J. Soc. Chem. Ind. 34, 1025 (1915). Colorimetric determina- 
tion of pentoses and methylpentoses in wine. 

Pearce, R. G., J. Biol. Chem. 22, 525 (1915). A criticism of the Bang and 
Lewis-Benedict methods for the estimation of blood sugar, with suggestions 
for a modification of the latter method. Details on pp. 531-32. 

_ BERNHARD, A., Diss. Brooklyn Polytech. Inst. June 1915; Sugar 17, No. 11, 41 
(1915); C. A. 10, 1230 (1916). A simple colorimetric method, for the deter- 
mination of free reducing sugar and total carbohydrates in miscellaneous food 
materials. Uses the color reaction produced by heating dextrose in alkaline 
solution with picric acid. Picramic acid formed. 

~ McDanett, L., J. Lab. Clin. Med. 1, 804 (1915-16). The estimation of sugar 

in the blood by the Lewis-Benedict (J. Biol. Chem. 20, 61) method. The 

method is based on the formation of a red color due to the reduction of 
picric acid to picramic acid by dextrose, in an alkaline medium. 

Mac eon, J. J. R., J. Lab. Clin. Med. 1, 445 (1915-16). A rapid and accurate 

clinical method for the estimation of sugar in small quantities of blood. 

Epstern, A. A. and BAEur, G., J. Biol. Chem. 24, 1 (1916). Use a modification 

of the Lewis and Benedict method 

tPSTEIN, A. A. and BaEnr, G., J. Biol. Chem. 24, 17 (1916). Blood sugar 

determined by Epstein’s method. 
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Myers, V. C. and Bairey, C. V., J. Biol. Chem. 24, 147 (1916). The Lewis 
and Benedict method for the estimation of blood sugar, with some observa- 
tions obtained in disease. 

Epstern, A. A. and ASCHNER, P. W., J. Biol. Chem. 25, 151 (1916). The effect 
of surgical procedures on the blood sugar content. Blood sugar content by 
the Lewis and Benedict method. 

Kramer, B. and Corrty, H. W., J. Biol. Chem. 25, 423 (1916). Sugar by the 
Lewis-Benedict method. 

Epstein, A. A., Reiss, J. and BRANowER, J., J. Biol. Chem. 26, 25 (1916). 
Estimate blood sugar by Epstein’s method. 

Csonka, F. A., J. Biol. Chem. 26, 93 (1916). Blood sugar by the Lewis- 
Benedict method. 

UnbDERHILL, F. P. and Baumann, E. J., J. Biol. Chem. 27, 151 (1916). Esti- 
mate sugar content of blood by the method of Benedict and Lewis, J. Biol. 
Chem. 20, 61 (1915). 

UNDERHILL, F. P. and BaumANN, E. J., J. Biol. Chem. 27, 169 (1916). The 
interrelations of blood fat and blood sugar content of dogs under the influence 
of hydrazine. Blood sugar by the procedures of Forschbach and Severin, 
and Benedict and Lewis. 

Mortin, J. R. and Kramer, B., J. Biol. Chem. 27, 481 (1916). Pancreatic 
diabetes in the dog. Lewis-Benedict method for blood sugar. 

Hitter, A. and Mosentuat, H. O., J. Biol: Chem. 28, 197 (1916-17). The 
relation between the water and glucose concentration of the blocd. Blood 
sugar by the Lewis and Benedict method. 

Kortivama, S., J. Biol. Chem. 29, 127 (1917). Blood sugar by the Lewis- 
Benedict method. Sugar in urine by the Schmidt and Haensch triple shadow 
saccharimeter. 

McDane tt, L. and UNDERHILIL, F. P., J. Biol. Chem. 29, 227 (1917). Blood 
sugar by the method of Lewis and Benedict. 

Patmer, W. W., J. Biol. Chem. 30, 79 (1917). The concentration of dextrose 
in the tissues of normal and diabetic animals. Blood sugar by the Lewis and 
Benedict method. 

HItter, A., J, Biol. Chem. 30, 125 (1917). A quantitative test for small amounts 
of sugar in the urine. Uses alkaline picrate. 

Hirer, A., J. Biol. Chem. 30, 129 (1917). Modified Lewis and Benedict 
method for blood sugar. ! 

McGutean, H. and Ross, E. L., J. Biol. Chem. 30, 175 (1917). Blood sugar 
by the Benedict method as described in J. Biol. Chem. 24, 147 (1916). 

VAN DER LINDEN, T., Arch. Suikerind. 24, 1871 (1917); Intern. Sugar J. 20, 
195 (1918); J. Soc. Chem. Ind. 37, 323A (1918). Influence of suspended 
matter on colorimetric sugar determinations. 

McGutean, H. and Ross, E. L., J. Biol. Chem. 31, 533 (1917). Methods for 
the determination of blood sugar in reference to its condition in the blood. 
Lewis-Benedict method as recommended by Myers and Bailey [J. Biol 
Chem. 24, 147 (1916)]. oe *" 

Trstont, G., Policlinico, 24, 641 (1917); Physiol. Abstracts 2, 598 (1918) 


re 
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J. Chem. Soc. 114, ii, 85 (1918). Estimation of pentose in urine. Uses 
phloroglucinol in glacial HAc, and HCl. Applicable to diabetic urine. 

WATANABE, C. K., J. Biol. Chem. 33, 253 (1918). Influence of injected guani- 
dine hydrochloride upon blood sugar content. Sugar in blood by the Lewis- 
Benedict method. 

BENEDICT, S. R., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 33, xviii (1918). A 
modification of the Lewis-Benedict for the determination of sugar in blood. 

Benepicr, S. R., and OsTERBERG, E., J. Biol. Chem. 34, 195 (1918). A 
method for determination of sugar in normal urine. 

BEneEpictT, S. R., J. Biol. Chem. 34, 203 (1918). A modification of the Lewis- 
Benedict method for the determination of sugar in the blood. 

Kreiner, I. S., J. Biol. Chem. 34, 471 (1918). The rate of dialysis of the 
blood sugar in experimental diabetes. Blood sugar by the Myers-Bailey 
modification of the Lewis-Benedict method. 

Satomon, C., Biochem. Z. 90, 39 (1918); J. Chem. Soc. 116, ii, 84 (1919); 
C. A. 13, 2226 (1919). Critically examines the method of Lewis and Benedict 
and its modifications. Method satisfactory in accuracy and speed. 

Appis, T. and Suevkry, A. E., J. Biol. Chem. 35, 53.(1918). A modification of 
the picrate method for blood sugar determinations. 

WESSELOw, O. L. V. DE, Biochem. J. 18, 148 (1919). Compares the picric acid 
method with MacLean’s method [J. Physiol. 50, 168 (1915-16)]. 

_ Myers, V. C. and Fring, M.S., J. Biol. Chem. 37, 239 (1919). Sugar by a modi- 

fied Lewis-Benedict method. 

_BeEnenict, S. R., J. Biol. Chem. 37, 503 (1919). Estimation of blood sugar by 
the modified picric acid method. Final acidity of the Na picrate-picric 
acid solution for removal of blood proteins should be about 0.04-0.05 N. 

Form, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). Asystem of blood analysis. 

Morcutis, S. and Janr, H. M., J. Biol. Chem. 39, 119 (1919). Note on the 
Lewis-Benedict method of blood sugar determination. Error due to creati- 
nine. 

McGuican, H., J. Biol. Chem. 39, 273 (1919). Lewis-Benedict method for 
sugar. 

Kreiner, I. S., J. Biol. Chem. 40, 153 (1920). The action of intravenous 
injections of pancreas emulsions in experimental diabetes. Blood sugar by 
the Myers-Bailey method [J. Biol. Chem. 24, 147 (1916)]. Glucose by the 
Pavy or Benedict method [J. Biol. Chem. 9, 57 (1911)]. 

Tatum, A. L., J. Biol. Chem. 41, 59 (1920). Myers-Bailey modification of 

§ sugar determination using a Schreiner colorimeter. 

_Fotry, O. and Wu, H., J. Biol. Chem. 41, 367 (1920). A system of blood 

' analysis. Supplement 1. A simplified and improved method for determina- 

tion of sugar. 

ost, H. F. and Hattenot, R., J. Biol. Chem. 42, 347 (1920). Blood sugar 

concentration and blood sugar methods. Discuss different methods. 

Watts, R. L. M. and Gatracuer, C. D., Lancet 199, II, 784 (1920). 

LEwis, D. S. and Mason, E. H., J. Biol. Chem. 44, 455 (1920). The diastatic 

-ferments of the blood. Sugar by Benedict’s method. 
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EISENHARDT, W., Miinch. med. Wochschr. 67, 1382 (1920). Determination of 
blood sugar. 

Wisuart, M. B., J. Biol. Chem. 44, 563 (1920). The permeability of blood 
corpuscles to sugar. Lewis-Benedict method. 

Sumner, J. B., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 46, xxi (1921). 
A new reagent for the estimation of sugar in urine. 4 : 6-dinitroguaiacol is 
reduced to the intensely colored 4-nitro-6-aminoguaiacol when heated with 
solutions of dextrose in the presence of sodium carbonate. The reaction is 
quantitative. Reagent not reduced by other urinary constituents. 

KieIner, I. S., J. Am. Med. Assocn. 76, 172 (1921). A clinical method for the 
determination of blood sugar in minute quantites of blood. Method is 
based on Benedict’s technic, J. Biol. Chem. 34, 203 (1918). modified for use 
with a new microcolorimeter of the hollow wedge-type. 

Guy, (Miss) R. A., Biochem. J. 15, 575 (1921). Note on the limitations of the 
modified Lewis-Benedict method of blood sugar estimation. 

Rose, A. R., J. Biol. Chem. 46, 529 (1921). The inversion and determination 
of cane sugar. Modified picric acid method. 

Myers, V. C. and Crott, H. M., J. Biol. Chem. 46, 537 (1921). The deter- 
mination of carbohydrates in vegetable foods. Reduction of sodium picrate 
to sodium picramate. 

Sumner, J. B. and Grauam, V. A., J. Biol. Chem. 47, 5 (1921). Estimation of 
sugar in urine. Uses 3 : 5-dinitrosalicylic acid, NaxCOs, and NaOH. 

BENEDICT, S. R. and OsTERBERG, E., J. Biol. Chem. 48, 51 (1921). A method 
for the estimation of sugar in normal urine. Use acetone to eliminate creati- 
nine and then apply the Lewis and Benedict picric acid method for sugar. 

UNDERHILL, F. P. and NELiAns, C. T., J. Biol. Chem. 48, 557 (1921). Blood 
sugar by the Folin-Wu method. 

GarrEAU, (Mlle.) Y., Bull. soc. chim. biol. 4, 233 (1922); J. Chem. Soc. 122, 
ii, 518 (1922). Obtained concordant results in a large number of sugar esti- 
mations by the picric acid method. 

OxapA, S. and Hayasut, T., J. Biol. Chem. 51, 121 (1922). Studies on the 
amino-acid nitrogen content of the blood. Blood sugar by the Myers- 
Bailey modification of the Lewis-Benedict method. 

Four, O. and Berciunp, H., J. Biol. Chem. 51, 209 (1922); C. A. 16, 2159 
(1922). A colorimetric method for the determination of sugars in normal 
human urine. 

Husparp, R. S. and Nicuorson, S. T., Jr., J. Biol. Chem. 58, 209 (1922). 
Blood sugar by Benedict’s modification of the Lewis-Benedict method. 

CsonxA, F. A. and Taccert, G. C., J. Biol. Chem. 54, 1 (1922). Note on the 
reliability of the Benedict and Folin-Wu blood sugar determinations. Foling 
Wu method more reliable. 

Catvert, E. G. B., Biochem. J. 17, 117 (1923). Estimation of sugar in th 
blood. Uses a peed based upon modifications of the methods of Folin an 
Wu [J. Biol. Chem. 38, 106 (1918); 41, 367 (1920)] and Wallis and Gallaghe 
[Lancet 1920, ii, 784]. 


Foster, G. L., J. Biol. Chem. 55, 291 (1923). Some comparisons of blood sug 
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concentrations in venous blood and in finger blood. Sugar by Folin-Wu 
method. 

Fieury, P. and Boutor, L., Bull. soc. chim. biol. 5, 148 (1923). 

RAKEsTRAW, N. W., with the assistance of C. V. BARLEY and Y. D. Haun, 
J. Biol. Chem. 56, 121 (1923). Further changes in some of the blood con- 
stituents following strenuous muscular exericse. Sugar by modified Folin-Wu 
method. 

Bopansky, M., J. Biol. Chem. 56, 387 (1923). Fructose, glucose, and galactose 
tolerance in dogs. Folin-Wu method for blood sugar. Benedict’s method 
for urinary sugar. 

Hapen, R. L., J. Biol. Chem. 56, 469 (1923). A modification of the Folin-Wu 
method for making protein-free blood filtrates. Sugar by Folin-Wu method. 

CULLEN, G. E. and Jonas, L., J. Biol. Chem. 57, 541 (1923). Blood sugar by 
Folin-Wu method. 

UNDERHILL, F. P. and KARE i17Z, S., Jr., J. Biol. Chem. 58, 147 (1923-24). The 
influence of hydrazine upon blood concentration and blood sugar content. 
Blood sugar by the Folin-Wu method. 

UNDERHILL, F. P. and WILENs, G., J. Biol. Chem. 58, 153 (1923-24). Blood 
sugar by the Folin-Wu method. Sugar in urine by the Benedict-Osterberg 
method. 

RoruBErG, V. E. and Evans, F. A., J. Biol. Chem. 58, 435 (1923-24). Studies 
with the Folin and Wu blood sugar determination. Standard solution must 
contain very nearly same amount of destrose as sample. 

RorHBeErG, V. E. and Evans, F. A., J. Biol. Chem. 58, 443 (1923-24). A modi- 
fied Folin and Wu blood sugar method. Dilute unknown and include variable 
in calculating results. 

Tuomas, W. and Durcner, R. A., J. Am. Chem. Soc. 46, 1662 (1924); C. A. 18, 
2537 (1924). Determination of reducing sugars and sucrose in plant extracts. 
Modify the Benedict and Osterberg method for sugar in urine. 

Paton, F. J., Biochem. J. 18, 965 (1924); J. Chem. Soc. 128, i, 180 (1925). 
Colorimetric determination of sugar in blood. Uses NaOH and 3-5 dinitro- 
salicylic acid. 

STANFORD, R. V. and WHEATLEY, A. H. M., Biochem. J. 18, 22 (1924). Estima- 
tion of sugar in blood. Uses the method of Folin and Wu, J. Biol. Chem. 
41, 367 (1920), and points out that the blue coloration obtained by the action 
of phosphomolybdic acid on cuprous oxide in acid solution fades with time. 

It is necessary to make the colorimetric measurement within an hour after 
the blue color is produced. Also, the temperature of the sample and standard 
must be the same. 

Denis, W. and Hume, H. V., J. Biol. Chem. 60, 603 (1924). On the nature of 
blood sugar. Reducing sugar by the Folin-Wu method. 

_ Rirrart, H. and Pyrixt, C., Z. Nahr. Genussm. 48, 197 (1924); J. Soc. Chem. 
Ind. 43, B1023 (1924); Analyst 50, 26 (1925). 

Cajort, F. A. and Crovuter, C. Y., J. Biol. Chem. 60, 765 (1924). Blood sugar 
by the Folin-Wu method. 

LoesEL, R. O., Barr, D. P., Totstot, E. and Himwicu, H. E., J. Biol. Chem. 61, 


- 
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9 (1924). Benedict’s methods for sugar in blood and urine, also the Folin-Wu 
method, etc. 

Sumner, J. B., with the assistance of C. V. Nosack, J. Biol. Chem. 62, 287 
(1924-25). The estimation of sugar in diabetic urine, using dinitrosalicylic 
acid. 

GILBERT, M. and Bock, J. C., J. Biol. Chem. 62, 361 (1924-25). On the deter- 
mination of sugar in small amounts of blood. Weigh sample on torsion 
balance and determine sugar by a modified Folin-Wu procedure. 

GREENWALD, I., SAmET, J. and Gross, J., J. Biol. Chem. 62, 397 (1924-25). 
The nature of the sugar in normal urine. I. A comparison of the glucose 
equivalent of various sugars in different methods for the determination of 
glucose. II. The sugar excretion upon various diets and the influence of 
diet upon glucose tolerance with some remarks on the nature of the action 
of insulin. Jbid., 62, 401 (1924-25). 

BENEDICT, S. R., J. Biol. Chem. 64, 207 (1925). The determination of blood 
sugar. Uses tungstic-arsenic-phosphoric acid reagent. 

Oxey, R. and Ross, E. I., J. Biol. Chem. 65, 165 (1925). Studies of the metab- 
olism of women. I. Variations in the fasting blood sugar level and in sugar 
tolerance in relation to the menstrual cycle. Sugar by the Folin-Wu method. 
Urine sugar by the Folin-Berglund method. 

SuMNER, J. B., J. Biol. Chem. 65, 393 (1925). A more specific reagent for the 
determination of sugar in urine. Alkaline phenol, sodium bisulfite, Rochelle 
salt and dinitrosalicylic acid solution. 

Cort, C. F. and Cort, G. T., J. Biol. Chem. 65, 397 (1925). 

Hanen, R. L. and Orr, T. G., J. Biol. Chem. 65, 479 (1925). Chemical findings 
in the blood of the normal dog. Non-protein N, sugar and creatinine by the 
Folin-Wu methods. Amino-acid N by Folin’s method. 

Harnep, B. K., J. Biol. Chem. 65, 555 (1925). The sugar content of blood. 
Application of the Folin-Wu reactions to blood filtrates from Hg(NOs)2 pre- 
cipitation. 

Cayort, F. A., CROUTER, C. Y. and PEMBERTON, R., J. Biol. Chem. 66, 89 (1925). 
The effect of changes in the circulation on carbohydrate utilization. Folin- 
Wu method for blood sugar. 

GarsLer, O. H. and Murti, J. R., J. Biol. Chem. 66, 731 (1925). Blood 
sugars by the Folin-Wu method. 

Nasu, T. P., Jr., with the assistance of B. K. HARNED and W. B. WENDEL, J. 
Biol. Chem. 66, 869 (1925). Blood sugar by the Folin-Wu method. 

Ducean, W. F. and Scort, E. L., J. Biol. Chem. 67, 287 (1926). A critical 
examination of four methods commonly used for the determination of sugar 
in blood. Methods examined: Benedict, J. Biol. Chem. 84, 203 (1918), 
colorimetric; Folin and Wu, J. Biol. Chem. 38, 81 (1919); 41, 367 (1920), 
colorimetric; Shaffer and Hartman, J. Biol. Chem. 45, 365 (1920-21), volu- 
metric; Hagedorn as described by Hést and Hatlehol, J. Biol. Chem. 42, 347 
(1920), volumetric. 

Oser, B. L. and Karr, W. G., J. Biol. Chem. 67, 319 (1926). The Rerection ; 
of the Folin-Wu blood sugar ales 
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Fortin, O., J. Biol. Chem. 67, 357 (1926). The determination of sugar in blood 
and in normal urine. 

Benedict, S. R., J. Biol. Chem. 68, 759 (1926). The estimation of sugar in 
blood and normal urine. 

Rocxwoop, R. and Sxczyrrtnsk1, A., J. Biol. Chem. 69, 187 (1926). A study 
of the new Benedict method for the determination of blood sugar. 

GLASSMANN, B., Z. physiol. Chem. 162, 145 (1926); C. A. 21, 751; cf. C. A. 20, 
437. 

PETERS, J. T., Klin. Wochschr. 5, 2163 (1926); C. A. 21, 1284 (1927). Deter- 
mines blood sugar by the picric acid method. 

FABIAN, L., Biochem. Z. 179, 59 (1926); C. A. 21, 1286 (1927). The principle 
of the method is the change in color intensity of a Cu(HCOs). solution due 
to the reducing action of a sugar solution. To insure that the reaction is 
completed the Cu.O is converted to Cu(SCN)>. 

McCuance, R. A., Biochem. J. 20, 1111 (1926). Rapid colorimetric method of 
estimating pentoses. ‘‘The principle of the method is to boil the pentose 
with dil. HCl, steam distil to recover the furfural so produced, and obtain a 
colored soln. by mixing the furfural with benzidine. Benzidine gives a more 
intense color than does aniline acetate.”” B. Harrow, C. A. 21, 1284 (1927). 

Fottn, O. and SVEDBERG, A., J. Biol. Chem. 70, 405 (1926). The sugar in urine 
and in blood. 

Hawk, P. B. and Bercer, O., Practical Physiological Chemistry, 9 ed., P. Blak- 
iston’s Son & Co., Philadelphia, 1926. Determination of sugar in normal 
urine, pp. 753-754. 

HorrMan, W.S., J. Biol. Chem. 72, 15 (1927). 


Sulfate. 


Hinps, J. I. D., J. Am. Chem. Soc. 18, 661 (1896) and Chem. News 73, 285, 299 
(1896). 

Hinps, J. I. D., J. Am. Chem. Soc. 22, 269 (1900). 

WINKLER, L. W., Z. anal. Chem. 40, 465 (1901). 

Jackson, D. D., J. Am. Chem. Soc. 23, 799 (1901). 

DEvssEN, E., Z. anal. Chem. 46, 320 (1907). Sulfates reduced to sulfides (even 
in the presence of fluorides) and solution treated with PbAc: acidified with 
HaAc. 

Yosummatsu, S., Tohoku J. Exptl. Med. 7, 119 (1926); C. A. 20, 2515 (1926). 
Colorimetric method for the determination of inorganic sulfates in urine, 
blood and milk. ; 

Yosurmatsvu, S., Téhoku J. Exptl. Med. 7, 553 (1926); C. A. 20, 3711 (1926). 
Colorimetric method for the determination of chlorides, inorganic sulfates 
and inorganic phosphates in small amounts of blood. 


Sulfur. 


EcGERTZ, V., Jern-Kontorets Annaler 15, 11 (1860); Dingler’s Polytech. J. 164, 
186 (1862); Jahresber. 15, 572; Oesterr. Z. Berg.-Hiittenw. 21, 88 (1862). 
Om bestémmandet af Svafuelhalten hos jern och jernmaler. Gives oxidation 
method; also colorimetric with silver foil. 
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Eccertz, M. W., Mon. sci. [2] 4, 1080 (1867); Chem. News 17, 207 (1868); 
ibid., 18, 15; Bull. soc. chim. 9,370. Memoire sur le dosage du soufre dans le 
fer et ses minerais. Gives oxidation method as in previous reference of 1860. 
For colorimetric determination prepares 0.1 g. of finely divided sample by 
pulverizing and sieving through 0.6 mm. holes. Places it in a jar 15 cm. 
by 5 cm., adds 1 g. of water and 0.5 g. of concentrated H2SOs, (better, 1.5 g. 
H,SO,, sp. gr. 1.25). A silver plate (25 per cent Cu) is suspended inside on a 
wire for 15 min., after which it is removed and the color compared with 
standards. Mentions many precautions. 

Rinman, L., Jern-Kont. Annaler 40, 362 (1885); Oesterr. Z. Berg.-Hiittenw. 
45, 79 (1886); Z. anal. Chem. 82, 507 (1885); J. Iron Steel Inst. London 1886, 
p. 397; Centr. Blatt 1886, p. 218; Jahresber. 1886, p. 1912. Svafvelprof pa 
tackjern. Anneals white iron in crucible before colorimetric determination. 

Motter, G., Oesterr. Z. Berg.-Hiittenw. 45, 198 (1886); Stahl u. Eisen 6, 581 
(1886); J. Iron Steel Inst. London 1886, p. 1022; Z. anal. Chem. 32, 507 
Centr. Blatt 1886, 489; Ber. 19, ili, 465 (1886); Thesis at Kgl. Bergakademie 
zu Berlin under H. Weding. Ueber die Eggertz’sche Method zur Bestim- 
mung des Schwefels in Eisen. Severely critises method of Eggertz. Says 
samples containing from 0.013 per cent to 0.115 per cent S all give the same 
color. Moreover, in the allotted 15 min. only 16 to 80 per cent of the sample 
dissolves since the rate of solution varies with the carbon content. ers 
method is absolutely useless. 

EGGERtTz, V., Oesterr. Z. Berg-Hiittenw. 45, 545 (1866); Centr. oe 1887, 
ye OE ee 20, ili, 76 (1887). Ueber die Colorimetrische Bestimmung des 
Schwefels im een! Reply to Mdller’s attack. Sample must be finely 
(to pass 0.5 mm. holes) powdered. 

WiporcH, J., Jern-Kont. Annaler 41, 105 (1886); Stahl u. Eisen 6, 230 (1886); 
Oesterr. Z. Berg-Hiittenw. 45, 112, 123; Chem. News 54, 158 (1886); Z. anal. 
Chem. 32, 504; J. Anal. Appl. Chem. 1, 98 (1887); J. Iron Steel Inst. London 
1886, p. 396; Dingler’s Polytech. J. 260, 179 (1886); J. Chem. Soc. 50, 743 
(1886); Centr. Blatt, 1886, p. 329; Ber. 19, iii, 364 (1886). Nytt Kolori- 
metrisk svafvelprof fér jern. ‘Colorimetric method with apparatus and color 
standards. Cloth over top of apparatus has been treated with Cd(OAc)2 
solution (5 g. in 100 cc. H,O). The flask is half filled with water, the cloth 
is stretched and the water boiled; the metal is lowered in its little tube; 10 cc. 
dil. H.SO, for each 0.4 g. sample then added and boiled for 10 mins. after 
complete solution. Method is rapid and accurate with Cu and As offering 
no interference.” H. B. Pulsifer: “The Determination of Sulfur in Iron and 
Steel,” Chemical Publishing Co., Easton, Pa., 1922, p. 76. The famous 
color method with 27 check results. y 

Tamm, A., Jern-Kont. Annlaer 42, 4 (1887); Stahl u. Eisen 7, 627 (1887); J. 
Anal. eel Chem. 2, 109 (1888); Z. anal. Chem. 32, 508; J. Iron Steel 
Inst. London 1887, Part 2, p. 369; Oesterr. Z. Berg-Hiittenw. 46, 238 and 41, 
148; Centr. Blatt, 1887, p. 876 andl 1362; Jahresber., 1887, Part 2, p. 2405. 
Uses Wiborgh’s method [Jern-Kont. ‘Ania 41, 105 (1886); Giese New. 
54, 158 (1886); etc.] for a rapid colorimetric determination of sulfur in sn 
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amounts in iron. Method good for small amounts but accuracy diminishes 
as sulfur increases. It is more accurate than the silver foil method commonly 
employed in Sweden. 

Juprner, Oesterr. Z. Berg-Hiittenw. 34, 805; J. Soc. Chem. Ind. 6, 304 (1887). 
Wiborgh’s new colorimetric test for sulfur. 

Moreavy, J. J., Ind. Review, copied into Chem. News 56, 82 (1887); J. Chem. 
Soc. 52, 1140 (1887); J. Anal. Appl. Chem. 1, 418 (1887); Z. anal. Chem. 
32, 507; Centr. Blatt. 1887, p. 1268; Jahresber. 1887, p. 2427; Ber. 20, iii, 
742 (1887). “Parry’s method as used at Ebbw Vale Iron Co. “Treats 
0.5 g. sample in flask with 60 cc. dil. H.SO, and H.S is absorbed in 50 cc. 
Pb(OAc): soln. (0.2 g. salt in 1 liter). Results may agree to 0.01 per cent with 
oxid. method. Apparatus is side-arm flask provided with trapped thistle 
tube. Side arm dips into tall beaker or tube holding Pb soln.”” H. B. Pul- 
sifer: “The Determination of Sulphur in Iron and Steel.’’ Chemical Pub- 
lishing Co., Easton, Pa., 1922, p. 77. 

ARNOLD, J. O. and Harpy, H. J., Chem. News 58, 41 (1888); J. Chem. Soc. 54, 
1333 (188s); J. Am. Chem. Soc. 10, 84 (1888); J. Anal. Appl. Chem. 2, 425 
(1888); Z. anal. Chem. 1888, p. 1143; Z. angew. Chem. 1888, p. 494; Centr. 
Blatt. 1888, p. 1183; Jahresber. 1888, p. 2529; Ber. 1888, p. 855. New 
methods for the estimation of sulfur in steel and steel-making iron. “Re- 
view volumetric, colorimetric and oxidation methods. Use dil. H»SO, with 
current of hydrogen to evolve H:S from sample absorbing in a series of 
tubes containing Pb(OAc)2 soln.; each tube colored represents 0.01 per 
cent S in sample. Cu does not interfere. Rubber connections.” H. B. Pul- 
sifier: ““The Determination of Sulfur in Iron and Steel.”” Chemical Pub- 
lishing Co., Easton, Pa., 1922, p. 78. 

Moreay, J. J., Chem. News 58, 59 (1888); J. Chem. Soc. 54, 1334 (1888); 
Centr. Blatt, 1888, p. 1184; Jahresber. 1888, p. 2530. On the colorimetric 
determination of sulfur in iron and steel. ‘“‘Disparages Arnold’s and Hardy’s 
new method and upholds Parry’s method which is considered only a modifica- 
tion of Frankland’s method for lead in water; it is not a new process, at all.” 
H. B. Pulsifier: ‘‘The Determination of Sulfur in Iron and Steel.”’ Chemical 
Publishing Co., Easton, Pa., 1922, p. 79. ‘ 

Morea, J. J., Chem. News 58, 63 (1888). On the determination of sulfur 
in iron and steel. Says Parry’s method ‘‘in the hands of a skilful operator 
yields results which will compare favorably with those obtained by any of the 
other methods.”’ 

_ ARNOLD, J. O. and Harpy, H. J., Chem. News 58, 70 (1888); J. Chem. Bac 54, 
: 1334 (1888). Estimation of sulfur in iron and steel. 

_ Winer, B. W., Chem. News 58, 95 (1888). Estimation of sulfur in iron and 
steel. Uses method of Arnold and Hardy with good and quick results. 
Says Morgan’s methods are all old and well known. Also says H.S should 
be passed slowly into the solution and that an atmosphere of Hz should be 
used. Precautions about reagents. All acids contain sulfur. 

‘OSMAER, A., Chem.-Ztg. 13, 695 (1889); Centr. Blatt 1889, p. 192; Jahresber. 
1889, p. 2333. Presents certain refinements of Wiborgh’s method. 
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CoHEN, J. B., J. Soc. Chem. Ind. 9, 16 (1890); J. Anal. Appl. Chem. 4, 335; 
J. Chem. Soc. 58, 1463 (1890); Centr. Blatt, 1890, p. 542; Jahresber. 1890, 
Part 2, p. 2393. Wiborgh’s method for the analysis of sulfur in iron and 
steel. 

Wepp1n«, H., F. Vieweg & Sohn, Braunschweig 1891, S. 690, Schwefel. Hand- 
buch der Eisenhiittenkunde. Methods given: (1) Platz, 1887; (2) Gintl & 
Meinecke; (3) Eggertz; (4) Wiborgh; (5) Johnston’s Br; (6) Drown’s 
KMnO,; (7) Craig’s H.O2; (8) Berzelius’ AgNO;; (9) Dewery’s weighing 
CdS; (10) Weil & Elliott’s NaOH and I; (11) Fohr’s ZnS-FeSO.-KMn0O,. 

Bassitt, H. C., J. Anal. Chem. 6, 301 (1892); Z. anorg. Chem. 8, 396 (1893); 
Centr. Blatt 1892, p. 547; J. Iron Steel Inst. London 48, 408 (1893). Wi- 
borgh’s colorimetric sulfur determination. Describes the method and gives 
a cut of Wiborgh’s apparatus. No data. 

Lucas, M., Bull. soc. chim. 17, 144 (1896); J. Chem. Soc. 74, ii, 483 (1898); 
J. Iron Steel Inst. London 54, 559 (1898); Centr. Blatt 1897, p. 435. Les 
méthodes de dosage du phosphore et du soufre dans le fer, Vacier et la fonte. 
“Evolves H.S with H.SO, and HCl and passes through hot tube into alk. 
lead solution. The pptd. PbS is filtered off, washed, dissolved in HNOs, 
neutralized with NaOH and the Pb estimated colorometrically by author’s 
process. Gives cut of apparatus. Uses 1 gram sample and says dlways 
gets constant and delicate results.” HH. B. Pulsifier: “The Determination 
of Sulfur in Iron and Steel,”’ Chemical Publishing Company, Easton, Pa.,1922. 

HeErTING, O., Chem.-Ztg. 21, 87 (1897); Chem. News 75, 109 (1897); Z. anorg. 
Chem. 18, 394 (1898); Centr. Blatt 1897, p. 514. Beitrag zur Bestimmung 
des Schwefels in Eisensorten. 

Lucas, M., Bull. soc. chim. 17, iii, 150 (1897); J. Chem. Soc. 74 ii, 483 (1898). 
Cf. Bull. soc. chim. 15, 39 (1896). Application of the colorimetric method 
for estimating lead to the estimation of sulfur in iron, steel, and cast iron. 
Forms H.S, absorbs this in alkaline lead solution and matches the colored 
PbS suspension. 

Riemer, A., Stahl u. Eisen 19, 1064 (1899); J. Chem. Soc. 88, ii, 309 (1900); 
J. Iron Steel Inst. London 1900, p. 434; Centr. Blatt 1900, i, p. 61. Deter- 
mination of sulfur in pig iron and in cast iron. Says Wiborgh’s method is 
untrustworthy, indicating only about half the sulfur present. 

Linpsay, W. G., School of Mines Quarterly 23, 24 (1901); J. Soc. Chem. Ind. 
21, 279 (1902); J. Iron Steel Inst. London 61, 469 (1902); Centr. Blatt 1902, © 
p. 799; Stahl u. Eisen 22, 211 (1902). Ona colorimetric method for the esti- 
mation of sulfur in pig iron. “From a 5-gram sample the HS liberated with 
HCl is absorbed in NaOH; a small portion of the solution is taken, acidified — 
with H.SO, and paraphenylenedimethyldiaminehydrochloride and FeCl; 
added; the color developed is compared with standards.” H. B. Pulsifier: — 
“The Determination of Sulfur in Iron and Steel,” Chemical Publishing Co., 
1922. ‘ 

WINELER, L. W., Z. anal. Chem. 40, 772 (1901). Uses NaOH and PbAc». 

Naske, T., Stahl u. Eisen 22, 333 (1902); Analyst 27, 206 (1902); J. Iron Steel 
Inst. London 61, 649 (1902); Chem.-Ztg. 26, 333 (1902); J. Soc. Chem. Ind 
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21, 563 (1902). Colorimetrische Methode zur Bestimmung des Schwefels 
in Roheisen. ‘Uses paradimethylphenylendiamine which forms colored 
tetramethylthyoninchloride; results not good. NaOH is not a good absorb- 
ent as Na,S, NaHS and polysulfides are formed; air converts these partly to 

_ thiosulfate; some S goes to H,SO,, some H2S escapes; longer action of passing 
gases leaves only NaOH in flask. This method (of Lindsay and Naske) gives 
only qualitative test for S.” H. B. Pulsifer: “The Determination of Sulfur 
in Iron and Steel,’’ Chemical Publishing Co., Easton, Pa., 1922. 

FriIeDHEIM C.: “Leitfaden fiir die quantitative chemische Analyse.’’ Habel, 
C., Berlin 1905. Page 527 gives evolution and colorimetric methods, with 
cuts. 

Wiis, G. W., J. Chem. Met. Mining Soc. S. Africa 6, 170 (1905) and J. Soc. 
Chem. Ind. 25, 137 (1906). Determination of soluble sulfides in commercial 
NaCN and KCN. Uses an alkaline Na plumbate reagent. PbS suspension 
formed. 

PEtREN, J., Jern-Kontoret Annaler 60, 187 (1905); Stahl u. Eisen 26, 544 
(1906). Om bestiaimning af svafel uti jirn. A 47-page article with full dis- 
cussion and many references. 

SIEDNER, C. F.: ‘Quantitative Metallurgical Analysis,” H. W. Wilson Co., 
Minneapolis, 1907, pp. 72-78. 

Ewan, T., J. Soc. Chem. Ind. 28, 12 (1909); J. Chem. Soc. 96, 263 (1909); 
cf. G. W. Williams, J. Chem. Met. Mining Soc. S. Africa 6, 170 (1905) and 
J. Soc. Chem. Ind. 25, 137 (1906). Estimation of sulfide in alkali cyanides. 
Uses Williams’ alkaline Na plumbate reagent. PbS suspension formed. 

Giouirt1, F. and Marcantonio, M., Rass. min. met. chim. 35, 67 (1911); 
C. A. 5, 3548 (1911). Modifies method of Arnold and Hardy by using a 
heated tube and special absorption bulbs containing Pb or Cd acetate solution. 
Results reported were from 0.001 per cent to 0.004 per cent lower than by 
oxidation and weighing as BaSQ,. 

Grant, W. G., Chemist-Analyst 9, 9 (1914); C. A. 8, 2325 (1914). Sulfur in 
iron, etc. Evolution method with absorption of H:S in Cu(NOs)2 and 
colorimetric estimation. 

Misson, G., J. Iron Steel Inst. London 89, 510 (1914); J. Soc. Chem. Ind. 33, 
551 (1914). The colorimetric estimation of sulfur in pig iron and steels. 

Misson, G., Iron Age 93, 1253 (1914). Sulfur by action of H2S on AsO; paper. 

SERAING, G. M., Chem. Zentr. 1924, ii, 1122; Oesterr. Z. Berg-Hiittenw. 62, 459 
(1914); J. Chem. Soc. 108, ii, 574 (1915). Colorimetric estimation of sulfur 

in pig iron and steel. Forms H.S which is allowed to come in contact with 

- a filter paper impregnated with AsCl;. 

_ DrusuHet, W. A. and Etston, C. M., Am. J. Sci. 42, 155 (1916); Chem. News 
114, 272 (1916). Estimation of small amounts of sulfide. 

Putsirer, H. B., J. Ind. Eng. Chem. 8, 1115 (1916). Estimation of sulfur in 
iron and steel. A bibliography covering 285 original articles classified and 
briefly discussed. A study of the precision of results. 238 results on 22 

samples by 3 methods (not colorimetric). P.’s references to colorimetric 

_ methods are included in the present bibliography. 


- 
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TREADWELL, F. P. and Hatt, W. T. (Translator from the German): Analytical 
Chemistry, Vol. II. Quantitative Analysis, 5 ed., p. 354, John Wiley & Sons, 
Inc., New York, 1919. Determination of sulfur in iron and steel. The 
H.S evolved from a weighed amount of iron is passed through a cloth which 
has been wet with a solution of CdAcs. The yellow color thus formed on the 
cloth is matched against a standard. 

Misson, G., Ann. chim. anal. chim. appl. 3, 200 (1921); C. A. 15, 3430 (1921); 
J. Chem. Soc, 120, ii, 556 (1921); J. Soc. Chem. Ind. 40, 660A (1921). Col- 
orimetric determination of sulfur in steel. Steel treated with a mixture of 
gasoline and HCl. Moist As.O; strip of paper suspended above. Vessel 
closed. Liberated HS stains paper. The stain is compared with a series of 
stains prepared under similar conditions. Method very rapid and said to 
give good results. 

SNELL, F. D., Colorimetric Analysis, p. 135, D. Van Nostrand Co., New York, 
1921. Determination of sulfur by paraphenylenedimethyldiamine. 

SNELL, F. D., Colorimetric Analysis, p. 136, D. Van Nostrand Co., New York, 
1921. Determination of sulfur by the action of H.S on As2O; paper. 

Putsirer, H. B., “Determination of Sulfur in Iron and Steel,’’ Chemical Pub- 
lishing Co., Easton, Pa., 1922. Pages 53-155 contain a bibliography of 
about 300 references on all types of methods for the determination of sulfur 
in iron and steel. Extensive notes and abstracts, with methods, apparatus, 
data, etc., are given. The references in this bibliography include the colori- 
metric methods given by Pulsifer. 


Tannin, etc. 

HInspDALE, S. J., Chem. News 62, 19 (1890); J. Chem. Soc. 58, 1348 (1890). 
Colorimetric method for estimating tannin in barks. Uses a solution of 

"K;Fe(CN). and FeCl;. 

HInsDALE, S. J., Chem. News 64, 51 (1891); see also J. Anal. and Appl. Chem. 
5, 598 (1891). Colorimetric method for estimating gallotannic acid, gallic 
acid and tannic acid. Uses K3;Fe(CN)., FeCl; and “tannin solution.” 

Mircue tt, C. A., Analyst 48, 2 (1923); C. A. 17, 1401 (1923). The colorimetric 
estimation of pyrogallol, gallotannin and gallic acid. Uses FeSO, and 
Rochelle salt. 

Mircuett, C. A., Analyst 49, 162 (1924). A dilute ‘“‘osmic acid” solution is 
used as a reagent for pyrogallol, gallic acid, and the corresponding tannins. 

MENAUL, P., J. Agr. Research 26, 257 (1924). 

Price, P. H., Analyst 49, 361 (1924); C. A. 19, 623 (1925). An attempt to 
extend Mitchell’s colorimetric method to the estimation of catechol tannins. © 
Unsatisfactory results. 

GiasstongE, S., Analyst 50, 49 (1925). Influence of hydrogen-ion concentra- 
tion on the colorimetric determination of pyrogallol and catechol derivatives. — 
“Mitchell (C. A. 17, 1401) and later Miss Price (C. A. 19, 623) have worked 
with a colorimetric method for the detn. of pyrogallol and catechol derivs. 
which depends on the formation of a reddish violet color on the addition of 
FeSO,-Rochelle salt to a very dil. soln. The work here described shows 
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that different substances of the class in question have different H-ion concns. 
within which the violet color is formed to the best advantage and unless 
precautions are taken to maintain the proper H-ion concn., 2 solns. with 
equal content of pyrogallol or catechol nucleus may not give the same inten- 
sity of color in the test. Thus with the following substances the color was 
produced within these H limits; pyrogallol 6.5-10.3, gallic acid 5.9-10.3, 
tannic acid 4.1-11.1, catechol 7.0-10.3, pyrocatechuic acid 6.3-10.4. In 
applying the test to pyrogallol derivs. it is best to modify the reagent by 
adding NH,OAc soln. to act as a buffer salt and with catechol a few drops of 
NH,OH should be used.” W. T. H., C. A. 19, 2620 (1925). 


Tantalum. 

Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. ‘Titanic, niobic, tantalic, stannic, 
arsenic, vanadic, bismuth oxide. Reagents used were either phenols or 
allied substances. 


Thiocyanate. 

VERNON, H. M., Chem. News 66, 177, 191, 202, 214 (1892); zbid., 67, 66 (1893). 
On the reactions of ferric salts with thiocyanates. 

GLADSTONE, J. H., Chem. News 67, 1 (1893). On the reactions of ferric salts 
with thiocyanates. Studies the effects of concentration, presence of other 
radicals, and of temperature changes. 

Porracct, E., Ann. chim. anal. 9, 162 (1904); J. Chem. Soc. 86, ii, 522 (1904). 
Detection of thiocyanic acid in saliva. Use HgCl. Thiocyanate partially 
reduces HgCl, forming Hg and Hg thiocyanate. Test latter with FeCl. 

Peewee, and Bramiry, A., Proc. Chem. Soc. April 17, 1913; Chem. 
News 107, 226 (1913). The reaction between ferric salts and thiocyanates. 

Bartey, K. C. and Barey, D. F. H., Proc. Roy. Irish Acad. 37 [B], 1 (1924); 
J. Chem. Soc. 128, ii, 447 (1925); C. A. 19, 946; J. Soc. Chem. Ind. 44, B313 
(1925). Colorimetric determination of thiocyanates and cyanates. 


Thiophen. 
SCHWALBE, C., Chem.-Ztg. 29, 895 (1905); J. Chem. Soc. 88, ii, 779 (1905); 
J. Soc. Chem. Ind. 24, 988 (1905). Uses H.SOQ, solution of isatin. 


Thiosulfate. ‘ 
Hewitt, J. T. and Many, G. R., Proc. Chem. Soc. Feb. 6, 1918; Chem. News 
107, 93 (1913). Reaction between ferric salts and thiosulfates. 
Hack, O., Chem.-Ztg. 47, 266 (1923); J. Chem. Soc. 124, ii, 333 (1923); C. A. 
17, 2091 (1923); Analyst 48, 350 (1923); J. Soc. Chem. Ind. 42, 398A 
(1923). Colorimetric estimation of traces of thiosulfate in the presence of 
sulfite. Uses H:SO, and AgNO:. 


ymol. wo 
_Pucner, G. W. and Biro. L. A., Proc. Soc. Exptl. Biol. Med. 21, 565 (1924). 
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Tin. 


Levy, L., Compt. rend. 108, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. Titanic, niobic, tantalic, stannic, 
arsenic, vanadic, bismuth oxide. Reagents used were either phenols or 
allied substances. 

BuppEn, E. R. and Harpy, H., Analyst 19, 169; J. Chem. Soc. 66, ii, 481 
(1894). Colorimetric estimation of minute quantities of lead, copper, tin, 
and iron. See the abstract of this paper given under Copper. 

BUCHANAN, G. S. and ScHRyYVER, S. B., Reports of Inspector (British) of 
Foods No. 7, 1908, p. 1; Analyst 34, 123 (1969). On the presence of tin in 
certain canned goods. 

Htrric, G. F., Chem.-Ztg. 47, 341 (1923); J. Chem. Soc. 124, ii, 437 (1923). 
Estimation of tin by means of the molybdenum-blue reaction. Accurate only 
when the tin is in very low concentration. 

JARVINEN, K. K., Z. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc. 124, ii, 655 
(1923). Colorimetric estimation of small quantities of metals in foodstuffs 
and the preliminary destruction of the organic matter. Details for the 
destruction of the organic matter are given and for the estimation of Sn and 
Pb in the presence of one another, Cu and Zn in the presence of one another, 
Al, Ni, As, and Sb. Uses H2S or NaS. 


Titanium. 


Scuonn, Z. anal. Chem. 9, 41, 330 (1870). First to observe the yellow color 
produced by the action of H,O2 on molybdic and titanic acids. 

WELLER, A., Ber. 15, 2592 (1882). On the test and determination of titanium. 
Uses H2O2. A yellow or orange colored solution is obtained. 

Jackson, E., Chem. News 47, 157 (1883). Ti in HCl or H2SO, gives a yellow 
or orange color when H,O, is added, the depth of color depending upon the 
conc. Ti. Converse of the test may be used to test for H.Oo. Suggests 
the method may be made quantitative. 

Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. Titanic, niobic, tantalic, stannic, 
arsenic, vanadic, bismuth oxide. Reagents used were either phenols or 
allied substances. 

Noyes, W. A., J. Anal. and Appl. Chem. 5, 39 (1891). The detection and esti- 
mation of titanium. Uses H.O,. and H:SO,. 

Dunnincton, F. P., J. Am. Chem. Soc. 18, 210 (1891). On metatitanic acid 
and the estimation of titanium by hydrogen peroxide. Points out the 
necessity for the presence of at least 5 per cent of H2.SO, in solutions to be 
treated with H,O.. Believed this necessary to prevent partial reversion to 
metatitanic acid, which does not give a color with H.O.. 

HILteBranp, W. F., J. Am. Chem. Soc. 17, 718 (1895); Chem. News 72, 158 
(1895). Points out that it is imperative to use only H,O, which is free from 
HF or fluoride, since fluorine bleaches the TiSO;-H:O: color to a marked 
degree. 


BASKERVILLE, C., J. Soc. Chem. Ind. 19, 419 (1900). On the analysis of titar 
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iferous iron ores. All fluoride is driven off, the residue dissolved in 10 per 
cent H,SO, and H.O; then added. 

BRAKES, J., J. Soc. Chem. Ind. 20, 23 (1901); J. Chem. Soc. 80, ii, 285 (1901). 
Uses H:02. TiO: solution acid with H2SOx,. 

Hatt, R. D. and Smiru, E. F., Proc. Am. Phil. Soc. 44, 196 (1905). Givea 
number of color reactions for titanium, columbium and tungsten. None 
satisfactory as tests except in the case of morphine for titanium, The latter 
gives a red to brown color. Very delicate. 

Pe.iet, H. and Frrsourc, C., Ann. chim. anal. 10, 413 (1905); Analyst 31, 
59 (1906). The determination of titanium in soil and the ash of plants. 
Uses H:O2. Sample in H,SO,. 

FaBer, P., Chem.-Ztg. 31, 263 (1907); Z. anal. Chem. 46, 277 (1907); C. A. 1, 
1528 (1907). The colorimetric determination of titanium and its application 
in the presence of iron. Uses HO, in H,SO,-Ti solutions. Method accurate 
in the presence of large quantities of iron if a measured excess of H;PO, is 
added both to standard titanium solution and the test solution. This modi- 
fied Weller’s method dissolves HAc mass, after the K bisulfate fusion, in 
dilute H.SO, (sp. gr. 1.10 to 1.12) heated to boiling instead of cold water 
which requires 36 hours at least. The excess acid prevents formation of any 
'TiOSO, which does not color solution so intensely as Ti(SO,)2 when the H,O, 
is added. See, however, Dunnington, J. Am. Chem. Soc. 13, 210 (1891). 

Watton, J. H., Jr., J. Am. Chem. Soc. 29, 481 (1907); C. A. 1, 1957 (1907); 
J. Soc. Chem. Ind. 26, 719 (1907). Compares acid sulfate fusion method 
with W.’s Na,O. and H;PO, method. Also shows Fe content of substances 
analyzed, and gives effects of impurities. 

Merwiy, H. E., Am. J. Sci. [4] 28, 119 (1909); C. A. 3, 2919 (1909). Colora- 
tion in peroxidized titanium solutions, with special reference to the colorimet- 
ric methods of estimating titanium and fluorine. H2O2 used. Color pro- 
duced by Ti and the bleaching effect of F used to determine Ti and F, 
respectively. Gives the effects of free acid, alkali salts, and temperature. 

BaRNEBEY;, O. L. and IsHam, R. M., J. Am. Chem. Soc. 32, 957 (1910). Esti- 
mation of titanium. If Ti content is small, uses H.O, colorimetric method. 

Gautier, A., Chimiste 1, 177; C. A. 5, 846 (1911); also in Rev. gén. chim. 14, 
14, 15. Estimation of titanium in aluminum minerals by the colorimetric 
method. Uses H,O2 in H,SO,-Ti solutions. 

Gautier, A., Chimiste 2, 2; Rev. gén. chim. 14, 16 (1911);.C. A..5, 1242 
(1911). The application of methyl orange to the colorimetric determination 

E. of titanium. Recommended for the preparation of a standard comparison 

scale in the HO, method for Ti. Advantages stated to be that the standards 

do not fade and are easily prepared. 

We ts, R. C., J. Am. Chem. Soc. 33, 504 (1911) and Z. anorg. Chem. 70, 395 
(1911); C. A. 5, 1720 (1911); J. Soc. Chem. Ind. 30, 574 (1911); Z. anal. 
Chem. 65, 201 (1925). See also D. W. Horn and Sue A. Blake, Am. J. Sci. 

36, 202 (1906). Sensitiveness of the colorimetric estimation of titanium. 

Accuracy found to be practically constant over a range from strongest down 
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to about 1.5 mg. TiO» per 100 cc. Change in concentration required to show 
a perceptible difference in color intensity between 2 solutions at favorable 
concentrations was found to be about 6.5 per cent. This is about the same 
as results of others for Cr and Cu solutions. With suitable precautions, 
such as comparing by substitution and taking mean of several settings or of 
the two perceptible different extremes, accuracy appears to be about 2 per 
cent. 


Mutter, J. H., J. Am. Chem. Soc. 33, 1506 (1911). 


LENHER, V. and CrAwrorD, W. G., Orig. Com. 8th Intern. Congr. Appl. 
Chem. 1, 285 (1912); also in J. Am. Chem. Soc. 35, 138 (1913); C. A. 6, 
3246 (1912); J. Soc. Chem. Ind. 31, 956 (1912); cf. Levy, Compt. rend. 103, 
1075, 1195; Hall and Smith, Proc. Am. Phil. Soc. 44, 196 (1905). A new 
colorimetric method for titanium. Table showing color produced by Ti with 
numerous organic compounds. Color produced by thymol in concentrated 
H.SO, with Ti at least 25 times as great as that by H02 method. Method 
short (1 hr.). 

McCase, C. R., J. Ind. Eng. Chem. 5, 735 (1913), see also note on p. 872; 
CaAgT 3580 (1913); J. Soc. Chem. Ind. 88, 1090 (1914). Golorimetzid 
method for titanium in iron and steel. H,O. method. Original method of 
McCabe published in Chem. Eng. 18, 243 (1911). Above modified methods 
are more direct and the results are satisfactory. 

ME tor, J. W., Trans. Ceram. Soc. England 12, 33 (1913); J. Chem. ae 104,. 
li, 627 (1913): J. Soc. Chem. Ind. 32, 510 (1913). The simultaneous esti- 
mation of small quantities of titanium and vanadium colorimetrically. Uses 
H.O; in a special way. 

Waricut, C. W., Chem. News 108, 248 (1913). Rapid estimation of manganese, 
vanadium, and titanium in the presence of one another in pig iron and steel. 
Uses a volumetric method for Mn and H.O, method for V and Ti. 

Motstap, R., Tids. Kemi Farm. Terapi 11, 313 (1914); C. A. 9, 422 (1915). 
Sample mad standard rutile each esolved a in a mixture of H,0, ELSO,; and 
H;PQ, and oxidized with H.Os. 

HILLEBRAND, W. F., U. S. Geol. Survey Bull. 700 (1919), p. 155. Uses H.O». 
Titanium solution, must contain at least 5 per cent H,SO,. Gives principle 
of the method, conditions that affect it, and details of the procedure. 

TREADWELL, F. P. and Hatt, W. T. (Translator from the German), Analytical 
Chemistry. Vol. II. Quantitative Analysis. 5 ed., Py 100, John Wiley & 
» Sons, Inc., New York, 1919. Uses H2O:. 

eee T., Z. anal. Chem. 60, 230 (1921); J. Chem. Soe: 120, ii, 597 
(1921); J. Soc. Chem. Ind. 40, 737A (1921). Estimation of titanium in iron 
and steel. Uses H;PO, and H.O.. | 

SNELL, F. D., Colorimetric Analysis, p: 95, D. Van Nostrand Co., eer York, 
1921. Ty sisctaiaton of titanium by H,O.. 

SNELL, F. D., ibid., p. 97, 1921. Determination of titanium by thymol. 

Scort, W. W., Standard Methods of Chemical Analysis, 4 ed., pp. 545-551 

_ D. Van Nostrand Co,, New York, 1925, Uses H,0, and thymol methods. 
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Trypsin. 

PALADIN, A., Arch. ges. Physiol. 134, 337; C. A. 5, 1615 (1911). A simple 
method for the quantitative determination of trypsin and the ferment of 
trypsin. Uses a dye stuff such as spirit blue. 

Funk, C., J. Biol. Chem. 26, 121 (1916). The dialysis of trypsin and the 

proteoclastic action of the protein cleavage products. 

SMORODINTZEV, I. A. and Apova, A. N., Biochem. Z. 153, 14 (1924). Prepara- 
tion of standards for the colorimetric determination of trypsin. ‘‘Fibrin is 
minced, washed thoroughly, and stained with diphenylrosaniline in glycerol. 
The colored fibrin in known amts. is acted upon by a pancreatin prepn. and 
from the intensity of the color of the resulting soln. the amt. of trypsin in the 
pancreatin is indicated.” W.D.L., C. A. 19, 2352 (1925). 


Tryptophane. 

LEVENE, P. A. and Rovurrter, C. A., J. Biol. Chem. 2, 481 (1906-7). On the 
quantitative estimation of tryptophane in protein cleavage products. Use 
Br-water. Purple color produced. 

Fasat, H., Biochem. Z. 44, 392 (1912); J. Chem. Soc. 102, ii, 1220 (1912). 
A colorimetric method for the estimation of tryptophane and the tryptophane 
content of horny substances and other proteins. Basis of method is the 
Hopkins-Cole color reaction with glyoxylic and sulfuric acids. 

Firtu, O. and Noset, E., Biochem. Z. 109, 103 (1920). 

Furtu, O. and Lirsen, F., Biochem. Z. 109, 124, 153 (1920); J. Chem. Soc. 
120, ii, 71 (1921); Analyst 46, 100 (1921). Uses Voisinet’s reaction. 

Ftrtu, O. and Lirsen, F., Biochem. Z. 116, 224 (1921); Ber. ges. Physiol. 
exptl. Pharmakol. 8, 211 (1921). 

Firs, O. and Lirsen, F., Biochem. Z. 116, 232 (1921). 

FRANKEL, S. and FELDSBERG, E., Biochem. Z. 120, 227 (1921). 

Firtu, O. and Licsen, F., Biochem. Z. 122, 58 (1921); 182, 325 (1922). 

Fottn, O. and Looney, J. M., J. Biol. Chem. 51, 421 (1922); C. A. 16, 1790 
(1922). Colorimetric methods for the separate determination of tyrosine, 
tryptophane, and cystine in proteins. 

SyJoLLEMA, B. and VAN DER ZANDE, J. E., J. Biol. Chem. 53, 513 (1922). Tryp- 
tophane by the Fiirth-Nobel method. 

May, C. E. and Ross, E. R., J. Biol. Chem. 54, 213 (1922). The tryptophane 
content of some proteins. Use p-dimethylaminobenzaldehyde and HCl. 

Liscner, E., Biochem. J. 16, 559 (1922). The tryptophane content of Bence- 
Jones’ protein is estimated by von Fiirth’s colorimetric method, Biochem. Z. 
109, 124, 153 (1920). Objections to this method are discussed. 

Jones, D. B. and Gersporrr, C. E. F., J. Biol. Chem. 56, 79 (1923). Use 
p-dimethylaminobenzaldehyde in 10 per cent H.SO,. 

Hunter, A. and Borsovk, H., J. Biol. Chem. 57, 507 (1923). Nitrogen dis- 
tribution in globin. Tryptophane and tyrosine by the Folin-Looney method. 

_ Jones, D. B., Gersporrr, C. E. F. and Moettrer, O., J. Biol. Chem. 62, 183 

(1924-25). Tryptophane by the May-Rose method. 

Kraus, I., J. Biol. Chem. 63, 157 (1925). Colorimetric determination of 
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tryptophane by the vanillin-HCl reaction and the quantitative separation 
from indole and skatole. Also gives a critical review of the published methods. 

SumNER, J. B. and Grauam, V. A., J. Biol. Chem. 64, 257 (1925). The globu- 
lins of the Jack bean (canavalia ensiformis). II. The content of cystine, 
tyrosine and tryptophane. Used methods of Folin and Looney. 

Jones, D. B., Moetter, O., and Grersporrr, C. E. F., J. Biol. Chem. 65, 59 
(1925). The nitrogen distribution and percentages of some amino-acids in 
the muscle of the shrimp, Peneus Setiferus (L). Tryptophane by the methods 
of May and Rose. 

Looney, J. M., J. Biol. Chem. 69, 519 (1926). The colorimetric estimation of 
tyrosine, tryptophane, and cystine in proteins. 


Tungsten. 

Frasot, C., Ann. chim. anal. 9, 371 (1904). A color reaction of tungsten. 
Uses uric acid, followed by NaOH. A blue coloration is produced with 
H.W0O,, said to be due to an intermediate blue tungsten oxide. Will detect 
1 part uric acid in 100,000 of solution and conversely can be used to detect 
W in metals. 

ScHOETTER, W. R. and Povett, A. R., Eng. Mining. J. 106, 734 (1918). 

Travers, A., Compt. rend. 166,416 (1918); J. Soc. Chem. Ind. 87, 225A 
(1918); Z. anal. Chem. 57, 462 (1918); C. A. 12, 1158 (1918). Colorimetric 
determination of tungsten. Method based on the reduction of H,WO, by 
TiCl;, giving a blue oxide that remains in colloidal suspension under certain 
conditions. 

SNELL, F. D., Colorimetric Analysis, p. 101, D. Van Nostrand Co., New York, 
1921. Determination of tungsten as the oxide in colloidal suspension. 


Turbidimeter. 

Bayuis, J. R., Ind. Eng. Chem. 18, 311 (1926). A turbidimeter. 

OLszEwskKI, W., Chem.-Ztg. 50, 694 (1926); C. A. 21, 197 (1927). The Olsze- 
wski-Rosemiiller turbidimeter and colorimeter for water investigation. 
Describes a half-shadow photometer in which the color glasses developed by 
the U. S. Geological Survey are used for the color determinations, 


Turbidity. 
WuieptE, G. C. and Jackson, D. D., Tech. Quart. 12, 283 (1899). Silica 
standards for determining the turbidity of water. 
_ Bano, A. A., TRELLEs, R. A., Anales soc. quim. Argentina 4, 283 (1916); C. A. 
12, 1222 (1918). New methods for measuring the turbidity of water. 
WELLs, P. V., U. S. Bur. Standards, Sci. Paper No. 367, 1920; J. Chem. Soc. 
120, ii, 56 (1921). Turbidity standard of water analysis. 
Denis, W., J. Biol. Chem. 47, 27 (1921). On the substitution of turbidimetry - 
for nephelometry in certain biochemical methods of analysis. 


Tyndallmeter. 


MECKLENBURG, W. and VALENTINE, S., Z. Instrimentenk 34, 209° 91) 
Kolloid Z. 14, 172 (1914). 
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Tyramine. 

HAnkE, M. T. and Koesster, K. K., Proc. Am. Soc. Biol. Chem., J. Biol. 
Chem. 41, xlix (1920); C. A. 14, 3690 (1920). Quantitative colorimetric 
determination of tyrosine and tyramine (p-hydroxyphenylethylamine) and 
other phenols. Use p-phenyldiazonium sulfonate. NaOH and hydroxyla- 
mine hydrochloride. 

HAnkKE, M. T. and Koesster, K. K., J. Biol. Chem. 50, 235 (1922). A micro- 
chemical colorimetric method for estimating tyrosine, tyramine and other 
phenols, 


Tyrosine. (See also Amino-acid.) 


Foutn, O. and Denis, W., J. Biol. Chem. 12, 245 (1912). Tyrosine in pro- 
teins as determined by a new colorimetric method. 

Fo.tn, O. and Denis, W., J. Biol. Chem. 14, 457 (1913). On the tyrosine con- 
tent of proteins—a reply to Abderhalden and Fuchs. Concerning their col- 
orimetric method. 

ABDERHALDEN, E., J. Biol. Chem. 15, 357 (1913). Comments on the communi- 
cations of Folin and Denis. Claims tryptophane, hydroxytryptophane, and 
hydroxyproline give the same color reaction as tyrosine. 

Jouns, C. O. and Jonrs, D. B., J. Biol. Chem. 36, 319 (1918). The determina- 
tion of tyrosine in proteins. Folin and Denis colorimetric method [J. Biol. 
Chem. 12, 245 (1912)]. 

Jones, D. B. and Jouns, C. O., J. Biol. Chem. 36, 323 (1918). Tyrosine by the 
Folin-Denis method. 

Weiss, M., Biochem. Z. 97, 170 (1919); J. Chem. Soc. 118, ii, 135 (1920). Esti- 
mation of tyrosine by means of Millon’s reaction. 

Hanke, M. T. and Koesstrer, K. K., Proc. Am. Soc. Biol. Chem., J. Biol. 
Chem. 41, xlix (1920); C. A. 14, 3690 (1920). Quantitative colorimetric 
determination of tyrosine and tyramine (p-hydroxyphenylethylamine) and 
other phenols. Use p-phenyldiazonium sulfonate. NaOH and hydroxylamine 
hydrochloride. 

Gortner, R. A. and Horm, G. E., J. Am. Chem. Soc. 42, 1678 (1920); J. Chem. 
Soc. 118, ii, 643 (1920); C. A. 14, 2808 (1920); J. Soc. Chem. Ind. 39, 670A 
(1920). The colorimetric estimation of tyrosine by the method of Folin and 
Denis. Tyrosine cannot be estimated quantitatively in the products of 
protein hydrolysis by means of the phenol reagent of Folin and Denis. Tryp- 
tophane, indole and its derivatives, and ferrous salts produce colors with the 
reagent. 

Tuomas, P., Bull. soc. chim. biol. 3, 197 (1921); J. Chem. Soc. 120, ii, 607 
(1921); C. A. 16, 2339 (1921). The colorimetric estimation of tyrosine and 
the phenolic number of proteins. Uses method of Folin and Denis and says 
it is untrustworthy, due to action of other substances such as tryptophane, 
skatole, indole, etc. 

Hanke, M. T. and Koesstrr, K. K., J. Biol. Chem. 50, 235 (1922). A micro- 
chemical colorimetric method for estimating tyrosine, tyramine and other 
phenols. 
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Fo.tn, O. and Looney, J. M., J. Biol. Chem. 51, 421 (1922); C. A. 16, 1790 
(1922). Colorimetric methods for the separate determination of tyrosine, 
tryptophane, and cystine in proteins. 

Tuomas, P., Ann. inst. Pasteur 36, 253 (1922); Ber. ges. Physiol. exptl. Phar- 
makol. 18, 376 (1922). Estimation of tyrosine and phenol index of proteins. 

Hunter, A. and Borsook, H., J. Biol. Chem. 57, 507 (1923). Nitrogen dis- 
tribution in globin. Tryptophane and tyrosine by the Folin-Looney method. 

Haas, G. and TrRAuTMANN, W., Z. physiol. Chem. 127, 52 (1923); J. Chem. Soc. 
124, ii, 443 (1923). The Folin-Denis phenol reagent gives higher values than 
Millon’s reagent, probably due to the phenol reagent reacting with substances 
other than tyrosine. 

Koesster, K. K. and HAnxg, M. T., J. Biol. Chem. 59, 803, 835 (1924). 

Furtu, O., Biochem. Z. 146, 268 (1924). Uses the Folin and Looney method. 

SumNER, J. B. and Grauam, V. A., J. Biol. Chem. 64, 257 (1925). The globu- 
lins of the Jack bean (canavalia ensiformis). II. The content of cystine, 
tyrosine and tryptophane. Used methods of Folin and Looney. 

Jones, D. B., MoELteEr, O. and Gersporr, C. E. F., J. Biol. Chem. 65, 59 (1925). 
The nitrogen distribution and percentages of some amino-acids in the muscle 
of the shrimp, Peneus Setiferus (L). Cystine and tyrosine by the methods 
of Folin and Looney. 

Hanke, M. T., J. Biol. Chem. 66, 475 (1925). The quantitative estimation of 
tyrosine and histidine in protein. A method for estimating tyramine in 
protein-containing mixtures. 

HAnkE, M. T., J. Biol. Chem. 66, 489 (1925). The histidine and tyrosine con- 
tent of a number of proteins. Determination on a number of proteins by the 
method reported in J. Biol. Chem. 66, 475 (1925). ' 

Looney, J. M., J. Biol. Chem. 69, 519 (1926). The colorimetric estimation of 
tyrosine, tryptophane, and cystine in proteins. 


Uranium. 


Bruttini, A., Gazz. chim. ital. 23, i, 251; J. Chem. Soc. 64, ii, 555 (1893). 
Colorimetric estimation of small quantities of uranium in minerals. 

Mirer, Chem.-Ztg. 48, 739 (1919); J. Chem. Soc. 118, ii, 60 (1920); Chimie 
& industrie 4, 624 (1920); Chem. News 122, 83 (1921); J. Soc. Chem. Ind. 
39, 47A (1920). Colorimetric method for the estimation of small quantities 
of uranium. Uses Na salicylate. Red color obtained. 


Urea. 


Haskins, H. D., J. Biol. Chem. 2, 243 (1906-7). Preliminary communication 
of a method for estimating urea. Modification of the Mérner-Folin method. 
Cf. Mérner, Skand. Arch. Physiol. 14, 301 (1903). 

Howe, P. E. and Hawk, P. B., Proc. Am. Soc. Biol. Chem., J. Biot Chem. 4, 
x (1908). Comparative teats of Spiro’s and Folin’s methane for the dete 
mination of ammonia and urea. 

Taytor, A. E., J. Biol. Chem. 9, 25 (1911). On the estimation of urea. Di 
cusses Folin’s method and first method of Ben TOs 
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ERpDMANN, C. C., J. Biol. Chem. 9, 85 (1911). On the determination of alkyl- 
amines obtained from urine after Kjeldahl digestion. Determinations of 
creatinine, urea and uric acid were carried out according to Folin. 

Foun, O., Farmer, C., Macatium, A. B. and PETTIBONE, C. V. J., Proc. Am. 
Soc. Biol. Chem., J. Biol. Chem. 9, ix (1911). Some new technique for the 
determination of total nitrogen, ammonia and urea in urine. Use Nessler’s 
reagent. 

Forrn, O., J. Biol. Chem. 11, 507 (1912). On the determination of urea in 
urine. 

Foutn, O. and Denis, W., J. Biol. Chem. 11, 527 (1912). New methods for 
the determination of total non-protein nitrogen, urea and ammonia in blood. 

Denis, W., J. Biol. Chem. 13, 225 (1912-13). Metabolism studies on cold- 
blooded animals. I. The urine of the fish. Determination of total nitrogen 
by the method of Folin and Farmer; urea by the KAc method of Folin; am- 
monia and uric acid by the method of Folin and Macallum. 

Bock, J. C., J. Biol. Chem. 14, 295 (1913). Note on Folin’s microchemical 
method for the determination of urea. Claims colorimetric determination of 
urea nitrogen is more accurate than titration. 

VAN SLYKE, D. D. and MEveEr, G. M., J. Biol. Chem. 16, 213 (1913-14). De- 
termine urea by Folin’s method [J. Biol. Chem. 11, 507 (1912)]. 

Fiske, C. H. and Karsner, H. T., J. Biol. Chem. 16, 399 (1913-14). Deter- 
mine total non-protein nitrogen, urea and ammonia by methods of Folin and 
Denis. 

KRIsTELLER, L., Chem. Zentr. 1914, ii, 1288; Z. exptl. Path. Therap. 16, 496 
(1914); J. Chem. Soc. 108, ii, 599 (1915); C. A. 9, 636 (1915). Estimation 
of urea in small quantities of blood. 0.1 cc. blood serum is treated with 1 cc. 
water and 0.4 cc. of a 1 per cent sojaurease solution; the urea is thus con- 
verted into ammonia in 30 min. Solution then diluted and the ammonia 
estimated with Nessler’s reagent. 

Marsuatt, E. K., Jr. and Davis, D. M., J. Biol. Chem. 18, 53 (1914). Urea: 
Its distribution in and elimination from the body. Detn. urea as in J. 
Biol. Chem. 11, 527 (1912) and ibid., 14, 283 (1913); 15, 287 (1913). 

Fiske, C. H. and Sumner, J. B., J. Biol., Chem. 18, 285 (1914). The impor- 
tance of the liver in urea formation from amino-acids. Use method of Folin 
and Denis [J. Biol. Chem. 11, 527 (1912)] for non-protein nitrogen and urea, 
also ammonia with slight modifications in the case of tissue. 

Forty, O. and Denis, W., J. Biol. ‘Chem. 26, 501, 505 (1916). 

Sumner, J. B., with the assistance of A. BopANsky, J. Biol. Chem. 38, 57 (1919). 
A rapid pe Bod for the estimation of urea in urine. Nesslerizes. 

Fou, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). A system of blood analysis. 

Forty, O. and Youncsure, G. E., J. Biol. Chem. 38, 111 (1919). Note on the 
determination of urea in urine by direct Nesslerization. 

Gap-AnpDERSEN, K. L., J. Biol. Chem. 39, 267 (1919). Urea by Marshall’s 

method [J. Biol. Chem. 18, 53 (1914)]. 

‘Naxasuma, Y. and Marwoxa, K., Jikken-Ihoo 83, 950 (1920) and Deut. Arch. 
klin. Med. 143, 318 (1924); J. Chem. Soc. 126, ii, 708 (1924); Chem. Zentr. 
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1924, i, 2191; C. A. 18, 1682 (1924). Remove proteins and add solution 
of furfuraldehyde and SnCl, in 30 per cent HCl. Bluish-red color obtained. 

Watson, T. and Wuite, H. L., J. Biol. Chem. 45, 465 (1920-21). An improved 
apparatus for use in the Folin and Wu method for the estimation of urea in 
blood. 

Heypr, H. C. vAN DER, J. Biol. Chem. 46, 421 (1921). Urea by Nesslerization. 

McE roy, W. S. and Pottock, H. O., J. Biol. Chem. 46, 475 (1921). On the 
rate of nitrogen elimination. Total N, urea in urine, etc., by Folin’s methods. 
Non-protein N and urea in blood by the methods of Folin and Wu. 

KieEIneEr, I. S., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 50, i (1922). A 
micro method for the determination of urea in blood. 

Dents, W., J. Biol. Chem. 54, 693 (1922). The non-protein organic constitu- 
ents in the blood of marine fish. Non-protein nitrogen, urea, creatinine and 
glucose by the Folin-Wu method; uric acid by Benedict’s, etc. 

Scumitz, H. C., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 55, xliii (1923). 
A simple method of estimating the salivary urea. Nesslerizes. 

BeureE, J. A., J. Biol. Chem. 56, 395 (1923). Observations on the determination 
of blood urea. Nesslerizes. 

YanacI, K., J. Am. Med. Assocn. 82, 1169 (1924); J. Chem. Soc. 126, ii, 708 
(1924); C. A. 18, 2353 (1924). Compares method of Nakashima and 
Maruoka with the urease methods of Van Slyke and Cullen and of Bahlmann. 
Good agreement except in abnormally large amounts of urea. | 

Harpine, V. J., Artin, K. D. and Van Wyck, H. B., J. Biol. Chem. 62, 61 
(1924-25). The influence of sodium chloride upon the level of blood uric 
acid. Urea by the Van Slyke-Cullen method. 

SEVRINGHAUS, E. L. and Hrpprez, F., J. Lab. Clin. Med. 10, 934 (1924-25). 
Sources of error in blood urea and nitrogen determination. 

Murray, (Miss) M. M., Biochem. J. 19, 296 (1925). Estimation of urea in 
urine and blood colorimetrically. An extension of Orr’s method [Biochem. J. 
18, 806 (1924)] for the estimation of ammonia to the estimation of urea in 
blood and urine. 

WEARN, J. T. and Ricuarps, A. N., J. Biol. Chem. 66, 275 (1925). Quantita- 
tive estimation of minute amounts of urea. Nesslerize hydrolyzed mixture. 

Moreav, A. F. and Ossurn, D. F., J. Biol. Chem. 66, 573 (1925). The effect 
of vitamin A deficiency upon the character of nitrogen metabolism. Urea by 
Youngburg’s modification of the Van Slyke and Cullen method. 

Hawk, P. B. and Bercem, O., Practical Physiological Chemistry, 9 ed., P. Blak- 
iston’s Son & Co., PiulAdelphia: 1926. Determination of urea in blood, 
pp. 370-375; in urine, p. 722. : 


Urease. 


Myers, V. C. and Five, M. S., J. Biol. Chem. 20, 391 (1915). 
GREENE, C. H., J. Biol. Chem. 39, 457 (1919). 


Uric Acid. : 
ERDMANN, C. C., J. Biol. Chem. 9, 85 (1911). On the determination of alkyl. 
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amines obtained from urine after Kjeldahl digestion. Determinations of 
creatinine, urea and uric acid were carried out according to Folin. 

Fortin, O. and Macatium, A. B., J. Biol. Chem. 11, 265 (1912). On the blue 
color reaction of phosphotungstic acid (?) with uric acid and other substances. 
Preliminary paper. 

Fotin, O. and Denis, W., J. Biol. Chem. 12, 239 (1912). On phosphotungstic- 
phosphomolybdic compounds as color reagents. Concerning uric acid deter- 
mination. 

RIEGLER, E., Z. anal. Chem. 51, 466 (1912); J. Chem. Soc. 102, ii, 700 (1912). 
Colorimetric estimation of uric acid in urine. Uses phosphomolybdic acid 
and NazHPO,. Blue color formed. 

Dents, W., J. Biol. Chem. 13, 225 (1912-13). Metabolism studies on cold- 
blooded animals. The urine of the fish. Determination of total nitrogen 
by the method of Folin and Farmer; urea by the KAc method of Folin; 
ammonia and uric acid by the method of Folin and Macallum. 

Fortn, O. and Macatium, A. B., Jr., J. Biol. Chem. 13, 363 (1913); cf. Folin 
and Denis, ibid. 12, 239 (1912). A new method for the colorimetric deter- 
mination of uric acid in urine. Use phosphotungstic acid. 

Forty, O. and Dents, W., J. Biol. Chem. 18, 469 (1912-13). Use a phospho- 
tungstic acid solution. Sensitive to 1 : 1,000,000. 

Fon, O. and Dents, W., J. Biol. Chem. 14, 95 (1913); see also Folin and 
Macallum, ibid. 11, 265 (1912). On the colorimetric determination of uric 
acid in urine. 

Hunter, A. and Givens, M. H., J. Biol. Chem. 17, 37 (1914). The metabolism 
of endogenous and exogenous purines in the monkey. Colorimetric deter- 
mination of uric acid. 

Hunter, A., Givens, M. H., and Guton, C. M., J. Biol. Chem. 18, 387 (1914). 
Use the Folin-Macallum color reaction for uric acid. Also method of Folin 
and Denis. 

Taytor, A. E. and Ross, W. C., J. Biol. Chem. 18, 519 (1914). The influence 
of protein intake upon the formation of uric acid. Determine uric acid and 
creatinine by the colorimetric method of Folin. 

Taytor, A. E. and Apotpu, W. H., J. Biol. Chem. 18, 521 (1914). Estimate 
uric acid colorimetrically by method of Folin and Denis. 

AUTENRIETH, W. and Funk, A., Chem. Zentr. 1915, i, 918; Miinch. med. 
Wochschr. 61, 457 (1914); J. Chem. Soc. 108, ii, 597 (1915). Estimation of 
uric acid in blood and urine. Method based on the action of uric acid on 
iodic acid; an equivalent quantity of the latter is reduced to HI, and this 

_ reacts with the excess of iodic acid and liberates iodine. The iodine is dissolved 
in chloroform and matched against a standard. 

Benenicr, S. R. and Hircucock, E. H., J. Biol. Chem. 20, 619 (1915); J. Soc. 
Chem. Ind. 34, 633 (1915). On the colorimetric estimation of uric acid in 
urine. 
BENEDICT, S. R., J. Biol. Chem. 20, 629 (1915). On the colorimetric determina- 
tion of uric acid in blood. Modification of the Folin and Denis method. 
BENEDICT, S. R., J. Biol. Chem. 20, 633 (1915). Studies in uric acid metab- 
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olism. J. On the uric acid in ox and chicken blood. Tries out the Folin- 
Denis method. 

Homer, A:, J. Biol. Chem. 22, 391 (1915). Estimates uric acid by Folin’s 
method. 

Givens, M. H. and Hunter, A., J. Biol. Chem. 23, 299 (1915). Used the 
method of Folin and Macallum for uric acid. 

Host, H. F., Z. physiol. Chem. 95, 88 (1915); J. Chem. Soc. 110, ii, 401 (1916). 
Colorimetric estimation of uric acid in the blood. Recommends several 
improvements in the Folin and Denis method. 

Lewis, H. B. and Karr, W. G., J. Biol. Chem. 25, 13 (1916). Determine uric 
acid by Benedict’s and Hitchcock’s modification of the colorimetric method of 
Folin and Denis. : 

Morris, J. L., J. Biol. Chem. 25, 205 (1916). A new salt of uric acid and its 
application to the analysis of uric acid and phenol. 

GETTLER, A. O. and BAKER, W., J. Biol. Chem. 25, 211 (1916). Chemical and 
physical analysis of blood in thirty normal cases. 

ANDERSON, R. J. and Boswortu, A. W., J. Biol. Chem. 25, 399 (1916). Deter- 
mine uric acid and creatinine by Folin’s methods. 
Hammett, F. S., J. Biol. Chem. 25, 601 (1916). Uric acid, creatinine and crea- 

tine by Folin’s methods. 

We ts, H. G., J. Biol. Chem. 26, 319 (1916). The accumulation of uric acid 
in the tissues during suppression of urine. Uric acid by Folin’s phospho- 
tungstic acid method. 

Arny, H. V. and Rive, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 1146 
(1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arny and 
Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug. 1915. Color 
standards and colorimetric assays. Use colored solutions of CoCl,-6H,0, 
FeCl,-6H20, CuSO,:5H2O to prepare standard color solutions. Use phos- 
phomolybdic acid for uric acid. ; 

CurtMaN, L. J. and Freep, M., J. Biol. Chem. 28, 89 (1916-17). "A modified 
Benedict and Hitchcock uric acid standard solution. Substitute boric for 
acetic acid. 

NeEvuwirtp, I., J. Biol. Chem. 29, 477 (1917). 

Bocert, L. J., J. Biol. Chem. 31, 165 (1917). Modifications of the colori- 
metric estimation of uric acid in urine and in blood. : 

Kincssury, F. B. and Srpewick, J. P., J. Biol. Chem. 31, 261 (1917). The 
uric acid content of the blood of new-borns. Modification of Myers, Fine and 
Lough method for uric acid. 2 

StEmons, J. M. and Bocert, L. J., J. Biol. Chem. 32, 63 (1917). The uric con- 
tent of maternal and fetal blood. Uric acid by modified Benedict’s method 
[cf. J. Biol. Chem. 31, 165 (1917)]. 

COHENTERVAERT, D. G., Dissertation, Utrecht, 1917; Physiol. Abstracts 3, 
164 (1918); C. A. 12, 1887 (1918). Colorimetric estimation of uric acid in 
urine and blood. Uses Na tungstate-H;PO, reagent. 

Lewis, H. B. and Dotsy, E. A., J. Biol. Chem. 36, 1 (1918). 

ProscHowsky, P., Kgl. Vet. Landbohéjskole Aarskrift, 1918, 372; from Chem. 
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Zentr. 1920, iv, 315; J. Chem. Soc. 118, ii, 715 (1920); C. A. 15, 1547 (1921). 
Reviews the colorimetric methods for estimating uric acid in urine and indi- 
cates a new procedure for the preparation of phosphomolybdic acid required 
in Host’s process. Examines the latter in detail and recommends certain 
improvements. 

ZALESKI, I. A. and SAcHNovskKA, (Miss) A. A., Russ. Physiol. J. 2, 14 (1919); 
J. Chem. Soc. 120, ii, 226 (1921). Use Folin’s phosphotungstic acid method 
and suggest various modifications. 

Fottn, O. and Wu, H., J. Biol. Chem. 38, 81 (1919). 

Fottn, O. and Wu, H., J. Biol. Chem. 38, 459 (1919). A revised colorimetric 
method for determination of uric acid in urine. 

SACHNOVSKA, A. and Zateskt, I. A., J. Russ. Physiol. 2, 36 (1919); J. Chem. 
Soc. 124, ii, 510 (1923). Folin’s method for the estimation of uric acid in 
blood. 

GricauT, A., Comp. rend. soc. biol. 84, 1273 (1920); Ann. chim. anzl. 3, 370 
(1921); Analyst 47, 83 (1922). Colorimetric estimation of uric acid in blood. 
Uses phosphotungstic reagent of Folin and Denis. 

JoncBLOED, F., Pharm. Weekblad 57, 655 (1920); Ber. ges. Physiol. exptl. 
Pharmakol. 5, 389 (1921). Determination of uric acid in urine and blood. 

Tueis, R. C. and Bace, H. J., J. Biol. Chem. 41, 525 (1920). 

ALBRECHT, P. G., J. Biol. Chem. 45, 395 (1920-21). Chemical study of several 
marine mollusks of the Pacific coast. Uric acid by the Benedict and Hitch- 
cock method. 

RICHTER-QuITTNER, M., Biochem. Z. 124, 108 (1921). 

Bauman, L, and Kreter, L. M., J. Lab. Clin. Med. 7, 551 (1922); J. Chem. 
Soc. 122, ii, 796 (1922). Estimation of uric acid in blood. A modification of 
the Folin and Wu method in which calibrated Lovibond tintometer glasses 
replace standard uric acid solution. 

Morris, J. L. and Macteop, A. G., Proc. Am. Soc. Biol. Chem., J. Biol. Chem. 
50, viii (1922). New method for the determination of uric acid and evidence 
as to its dimorphism. 

Morris, J. L. and Macteop, A. G., J. Biol. Chem. 50, 55 (1922); C. A. 16, 
1103 (1922). 

Morris, J. L. and Macteop, A. G., J. Biol. Chem. 50, 65 (1922). Studies on 
the uric acid of human blood. Compares results with several methods. 

Jackson, H. Jr. and Pater, W. W., J. Biol. Chem. 50, 89 (1922); C. A. 16, 
1103 (1922). A modification of Folin’s colorimetric method for the determina- 

- tion of uric acid. Color 5 times as great as that developed by Folin’s method 

and is permanent for several hours. 

- Benenict, S. R., J. Biol. Chem. 61, 187 (1922). Estimation of uric acid in 
blood. A new arsenic phosphotungstic acid reagent is used. 

Pucuer, G. W., J. Biol. Chem. 52, 317 (1922). Examination of the variables 
in the Folin and Wu uric acid method. . ?, 
Pucuer, G. W., J. Biol. Chem. 52, 329 (1922). Studies on uric acid. Il. A 
_ modification of the Folin and Wu method for uric acid. Combines sodium 
sulfide, cyanide and carbonate. ppt te-s - weed 
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BeneEpIct, S. R. and FRANKE, E., J. Biol. Chem. 52, 387 (1922). Direct esti- 
mation of uric acid in urine. Use NaCN and arsenophosphotungstic acid 
reagent. 

Jackson, H., Jr. and Parmer, W. W., J. Biol. Chem. 53, 373 (1922). A note on 
the determination of uric acid. Preparation of reagent. 


Fon, O., J. Biol. Chem. 54, 153 (1922). A system of blood analysis. Sup- 
plement IV. A revision of the method for determining uric acid. 


BENEDICT, S. R., J. Biol. Chem. 54, 233 (1922). The determination of uric 
acid. Discusses Folin’s article in J. Biol. Chem. 54, 153 (1922). 

HArPUDER, K. and Moun, R., Z. ges. exptl. Med. 27, 54 (1922); Ber. ges. 
Physiol. exptl. Pharmakol. 13, 455 (1922). The usefulness of colorimetric 
methods for the determination of uric acid in blood. A study of errors. 

Dents, W., J. Biol. Chem. 54, 693 (1922). The non-protein organic constitu- 
ents in the blood of marine fish. Non-protein nitrogen, urea, creatinine and 
glucose by Folin-Wu method, uric acid by Benedict’s, etc. 

GuILLaumtn, C. O., Compt. rend. soc. biol. 86, 194 (1922); from Chem. Zentr. 
1922, iv, 111; J. Chem. Soc. 122, ii, 796 (1922). Estimation of uric acid and 
urates in blood. Uses the Folin and Denis phosphotungstic acid reagent. 


Brown, H. and Raiziss, G. W., J. Lab. Clin. Med. 8, 129 (1922-23). The 
estimation of uric acid in blood. Reviews and discusses briefly several 
methods and experimentally compares the methods of Folin and Wu, and 
Benedict. 

HUBBARD, R. S. and FINNER, (Miss) L. L., J. Lab. Clin. Med. 8, 605 (1922-23). 
The determination of uric acid in blood by the method of Folin and Wu. 

Harpuper, K., Z. ges. exptl. Med. 32, 378 (1923); J. Chem. Soc. 126, ii, 75 
(1924). Determination of uric acid in blood-serum and tissue extracts. 
Uses phosphotungstic acid. 

Hanen, R. L., J. Biol. Chem. 56, 469 (1923). A modification of the Folin-Wu 
method for making protein-free blood filtrates. Uric acid by Benedict 
method, etc. 


Rocers, H., J. Biol. Chem. 55, 325 (1923). Exposure to light as a source of 
error in estimating uric acid by the Folin and Wu method. 

Lewis, H. B. and Cortey, R. C., J. Biol. Chem. 55, 373 (1923). Uric acid a 
Benedict’s method. 

RAKESTRAW, N. W., with the assistance of C. V. Bamey and Y. D. Hal 
J. Biol. Chem. 56, 121 (1923). Uric acid by the Benedict and Morris- 
Macleod methods. = ; 

SANDER, F. V., J. Biol. Chem. 58, 1 (1923-24). The preservation of blood for 
chemical analysis. Folin and Wu system of blood analysis. Benedict’s 
method for uric acid. 

Foti, O. and TrimBteE, H., J. Biol. Chem. 60, 473 (1924). Improvements i 
the preparation of uric aia reagent. : 

Koeuter, A. E., J. Biol. Chem. 60, 721 (1924). Uric acid excretion. Bene- 
dict-Franke method using arsenophosphotungstic acid color reagent. 


; 
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Uppecraff, H. and Lewis, H. B., J. Biol. Chem. 61, 633 (1924). A quantita- 
tive study of some organic constituents of the saliva. Nitrogen and glucose 
by the Folin-Wu method. Uric acid by Benedict’s method. 

CrisToL, P., Bull. soc sci. méd. Montpellier 9, 456 (1924); Physiol. Abstracts 
9,465. Errors in colorimetric methods of estimation of uric acid and phenols 
in urine.. ‘The following compds. react with Folin’s uric acid and phenol 
reagents: sulfides, hyposulfites, thiocyanates, mercaptans, arsenobenzene, 
etc. Therefore the uric acid must be pptd. before estn. colorimetrically, and 
phenols cannot be accurately estd. in this way.” H. G., C. A. 19, 2216 (1925). 

Lennox, W. G. and O’Connor, (Miss) M. F., J. Lab. Clin. Med. 10, 99 (1924- 
25). Measurements of uric acid in blood by various methods. 

GREENWALD, I., SAMET, J. and Gross, J., J. Biol. Chem. 62, 397, 401 (1924-25). 

Swanson, W. W., J. Biol. Chem. 62, 565 (1924-25). The effect of sodium 
benzoate ingestion upon the composition of the blood and urine with special 
reference to the possible synthesis of glycine in the body. Uric acid by Bene- 
dict’s method. 

DELAVILLE, M. and Jongs, C. M., Bull. soc. chim. biol. 7, 785 (1925); J. Chem. 
Soc. 128, i, 1344 (1925). Determination of uric acid in blood. Studies 
method of Folin and Denis and points out that theoretical proportionality 
between dilution and depth of liquid required to give a certain intensity of 
color does not hold if solution is only slightly alkaline. 

_ Bumer, F. M. R., Eactes, B. A. and Hunter, G., J. Biol. Chem. 63, 17 (1925). 
Uric acid determinations in blood. Comparison using blood from different 
animals. x 

BENEDICT, S. R., J. Biol. Chem. 64, 215 (1925). The determination of uric acid 
in the blood. Comments on article in J. Biol. Chem. 63, 17 (1925). 

_ Lennox, W. G., with the assistance of M. O’Connor, J. Biol. Chem. 66, 521 
(1925). A study of the retention of uric acid during fasting. Blood uric 
acid by the Folin-Wu and Benedict methods. Urine uric acid by Folin-Wu 
method. Urine total N by the Folin-Denis method. 

Moreay, A. F. and OsBury, D. F., J. Biol. Chem. 66, 573 (1925). The effect 
of vitamin A deficiency upon the character of nitrogen metabolism. Uric 

- acid by the Benedict and Franke method. 

Hunter, G. and Eactes, B. A., J. Biol. Chem. 65, 623 (1925). The isolation 

from blood of a hitherto unknown substance, and its bearing on present 

methods for the estimation of uric acid. Three colorimetric procedures are 
given: (1) Arsenophosphotungstic acid with NaCN. (2) Precipitation with 
silver lactate before adding of uric acid reagents, according to Folin and Wu. 

_ (3) Phosphotungstic acid. 

Browy, H., J. Biol. Chem. 68, 123 (1926). The determination of uric acid in 

_ blood. 

Hawk, P. B. and Bercrm, O., Practical Physiological Chemistry, 9 ed., P. Blak- 

iston’s Son & Co., Philadelphia, 1926. Determination of uric acid in blood, 

pp. 377-380; in urine, pp. 736-738. 

, A., Compt. rend. soc. biol. 95, 485 (1926); C. A. 21, 2003 (1927), 3 
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Urine. 


UNDERHILL, F. P. and Kapsinow, R., J. Biol. Chem. 54, 717 (1922). Urinary 
analysis by Folin’s methods. 

FRIEND, H., J. Biol. Chem. 57, 497 (1923); J. Chem. Soc. 126, ii, 75 (1924). 
A quantitative color reaction given by adrenaline and urine. Treats suc- 
cessively with sulfanilic acid, HNO2, and ammonia. Red coloration 
obtained. 

WHELAN, M., J. Biol. Chem. 63, 585 (1925). The effect of intravenous injec- 
tion of inorganic chlorides on the composition of blood and urine. 

Reap, B. E., J. Biol. Chem. 64, 615 (1925). Chemical constituents of 
camel’s urine. 

Witson, D. W., Lonc, W. L., THompson, H. C. and THurtow, S., J. Biol. 
Chem. 65, 755 (1925). Changes in the composition of the urine after muscular 
exercise. 


Urochrome. 


PELKAN, K. F., J. Biol. Chem. 48, 237 (1920). Relation of urochrome to the 
protein of the diet. 


Vanadium. 


Wacn_er, R., Dingler’s Polytech. J. 228, 631 (1877). Made a study of a series 
of color reactions of several organic substances with vanadium. 

Levy, L., Compt. rend. 103, 1074, 1195; see also J. Anal. Chem. 1, 201 (1887). 
Colored reactions of the rare mineral acids. ‘Titanic, niobic, tantalic, stannic, 
arsenic, vanadic, bismuth oxide. Reagents used were either phenols or 
allied substances. ‘ 

Ki«ckI, V. v., Z. anorg. Chem. 5, 374; J. Chem. Soc. 66, ii, 162 (1894). Colori- 
metric estimation of small quantities of vanadium in the presence of large 
quantities of iron. Uses dextrose. Gives blue to green color to V—H2SO, 
solutions depending upon strength of acid. With 10 per cent acid gets pale 
green coloration which varies approximately with the V content. Fe gives 
no color. Klecki tried many substances which give color reactions with V 
and not Fe but dextrose is the only one that is any good, the tint and degree 
of color depend so much upon dilution, temperature, etc. Method only 
approximate. May have 8 per cent error or more. 

Kunprat, F., Z. anal. Chem. 28, 709 (1899). Studied various color reactions 
of V. 

Matrrarp, L., Bull. soc. chim. 28, 559 (1900); J. Chem. Soc. 78, ii, 577 (900% 
J. Soc. htm: Ind. 19, 777 (1900). Uses H2O2. V in HCl solution. 

HeEIkE, W., Chem.-Ztg. Rep. 29, 392 (1905); Analyst 31, 88 (1906). Estima- 
tion of Van ey Compares four neta H.02 the one colorimetric. 
method tried. 

Grecory, A. W., Chem. News 100, 221 (1909); C. A. 4, 287 “ion Brief oe 
in Proc. Chem: Soc. 25, 232 (1909); J. Soc. Chem. Ind. 28, 1202 (1909); 

' Z. anal. Chem. 61, 249 (1912). A colorimetric method for the estimation 


small quantities of vanadium. Bets ay es in HSO, solution, i 7 con 
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pounds in the higher form of oxidation (V.O;) give a violet coloration which 
gradually changes to orange.” A delicate test for V, which is not interfered 
with by Ti, Mo, W, or Al, but if Fe is present it must be removed by fusion 
with NazCO;. Ina test analysis, a solution containing 0.0056 g. V in a mix- 
ture with Mo, W, and Fe, gave 0.0055 g. V. 

SLAWIK, P., Chem.-Ztg. 34, 648; C. A. 4, 3177 (1910); Z. anal. Chem. 61, 256 
(1912). Rapid methods for the detection and colorimetric determination 
of vanadium in steel. Uses H.O2 on an acid solution of V. Pervanadic 
acid is formed, accompanied by an intense red-brown color. Adds H;PO, 
to both standard and sample solutions to repress color of Fe+++ and W. 
Carbon oxidized by (NH4)2S2Os. 

McCasg; C. R., Chem. Eng. 13, 243; C. A. 5, 3022 (1911); Chem. News 104, 
194, 202 (1911); J. Soc. Chem. Ind. 30, 1316 (1911). A colorimetric method 
for the determination of vanadium in iron and steel. Details of McC.’s 
original method. 

McCasg, C. R., J. Ind. Eng. Chem. 5, 736 (1913); C. A. 7, 3581 (1913). Vana- 
dium in steel by the hydrogen peroxide color method. A modification of 
McC.’s original method. 

ME tor, J. W., Trans. Ceram. Soc. England 12, 33 (1913); J. Chem. Soc. 104, 
ii, 627 (1913); J. Soc. Chem. Ind. 32, 510 (1913). The simultaneous estima- 
tion of small quantities of titanium and vanadium, colorimetrically. Uses 

_ HO: in a special way. | 

- Wricurt, C. W., Chem. News 108, 248 (1913). Rapid estimation of manganese, 
vanadium and titanium in the presence of one another in pig iron and steel. 
Uses a volumetric method for Mn and H.O: colorimetric methods for V 

- and Ti. 

McCasg, C. R., J. Ind. Eng. Chem. 6, 960 (1914); C. A. 9, 39 (1915). Note on 
colorimetric method for vanadium. Gives means of avoiding difficulties in 
his method described in J. Ind. Eng. Chem. 5, 736 (1913). 

Meauvrio, V. L., Anales soc. quim. Argentina 5, 185 (1917); J. Chem. Soc. 114, 

ii, 135 (1918); Ann. chim. anal. chim. appl. 23, 47 (1918); Analyst 43, 179 
(1918). Detection of small quantities of vanadium in water. Uses diphenyl- 
amine in the presence of HCl. Violet color produced. Unaffected by ni- 

__ trates, iron, and titanates. Will detect 0.0002 per cent V in 1 cc. of water. 

_ Krernmann, H., Biochem. Z. 99, 42 (1919). Studies the influence of NH.Cl, 

NaCl, HCl and H.SO, on the colorimetry of P, Mo, and V compounds. 

SNELL, F. D., Colorimetric Analysis, p. 97, D. Van Nostrand Co., New-York, 

1921. Determination of vanadium by H20:. 

SNELL, F. D., Colorimetric Analysis, p. 100, D. Van Nostrand Co., New York, 

1921. Determination of vanadium by strychnine. 

Kropr, A., Z. angew. Chem. 35, 366 (1922); C. A. 16, 3604 (1922); J. Chem. 

Soc. 122, ii, 590 (1922); J. Soc. Chem. Ind. 41, 594A (1922). The colori- 

metric determination of vanadium in steel. Uses HO, on acid solution of 

V. H;PO, used to repress color due to Fe+++ and W. Carbon removed by 

oxidation with (NH,)sS.03. If Nior Cr in sample, same amounts of them are 
added to the standard. 
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Misson, G., Bull. soc. chim. Belg. 31, 123 (1922); J. Chem. Soc. 122, ii, 459 
(1922); Analyst 47, 321 (1922). Detection and estimation of vanadium in 
steels. Uses Na2.O: in dilute HNOs. 


Vanillin. 

Moerk, F., Am. J. Pharm. 63, 521 (1891). Uses a ferrous salt and oxidizes it 
with bromine water. This method will detect 1 part of vanillin in 100,000 
instead of 1 part in 2,000 when FeCl; is used. 

Moerk, F., Am. J. Pharm. 63, 572 (1891); J. Soc. Chem. Ind. 11, 637 (1892); 
cf. U. S. Dept. Agr. Bur. Chem. Bull. 107, p. 157. Colorimetric estimation 
of vanillin in vanilla extracts. Uses a ferrous salt and oxidizes it with bromine 
water. 

DrerTericu, K., Z. anal. Chem. 87, 453 (1898). 

HupBarD, W. S., J. Ind. Eng. Chem. 4, 669 (1912); J. Chem. Soc. 104, ii, 448 
(1913). Difficulties in the colorimetric estimation of vanillin. Points out 
various disadvantages in the Br-water and FeSO, method. 

Four, O. and Dents, W., J. Ind. Eng. Chem. 4, 670 (1912). A new colori- 
metric method for the determination of vanillin in flavoring extracts. Use 
phosphotungstic-phosphomolybdic reagent. 

Harper, O. E., J. Ind. Eng. Chem. 5, 619 (1913). Use method of Folin and 
Denis and find it satisfactory. 

FELLENBERG, T. von, Chem. Zentr. 1916, ii, 391; from Mitt. Lebensm. Hyg. 
6, 267 (1915); J. Chem. Soc. 110, ii, 355 (1916). Colorimetric estimation 
of vanillin in vanilla. Uses isobutyl alcohol and concentrated H.SO,. 

Arny, H. V. and Rune, C. H., J. Ind. Eng. Chem. 8, 309 (1916); C. A. 10, 
1146 (1916); see also Proc. 8th Intern. Cong. Appl. Chem. 26, 319; cf. Arny 
and Pickhardt, Drug. Circ. 58, 131 (1914) and J. Franklin Inst. Aug. 1915. 
Use colored solutions of CoCl:-6H:20, FeCls*6H:O, CuSO.*5H:20 to prepare 
standard color solutions. Determine vanillin by method in Bull. 107, Bur. 
Chem., U. S. Dept. Agr. and also Folin and Denis method, J. Ind. Eng. Chem. 
4, 670 (1912). 

Estes, C., J. Ind. Eng. Chem. 9, 142 (1917); J. Chem. Soc. 112, ii, 343 (1917). 
New qualitative test and colorimetric method for the estimation of vanillin. 
Uses an acid-Hg(NO3;)2 reagent. Produces a violet-red color. 


Water. 

RIcHARDS, (Miss) E. H. and Eris, J. W., J. Am. Chem. Soc. 18, 68 (1896). 
The coloring matter of natural waters. 

TRILLAT, A., Compt. rend. 162, 486 (1916); J. Chem. Soc. 110, ii, 269 (1916). 
A colorimetric method used by the Romans to characterize soft waters. 
The method of the Greeks and Romans (compare Hippocrates, “Traité des 
Airs, des Eaux et des Lieux,’’ Chapter 36) for detecting the presence of alkalis 
in natural waters by the decoloration of red wine can be made to give a 
approximate measure of the hardness of different waters. The degree Ce) 
hardness is indicated by the number of drops of red wine required to produc 
a coloration in the water as compared against a standard water. _ 
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STEPHANDIES, M., Compt. rend. 162, 962 (1916). A colorimetric method used 
by the Romans to characterize soft waters. Claims priority over Trillat 

SNELL, F. D., Colorimetric Analysis, p. 144, D. Van Nostrand Co., New York, 
1921. Determination of the color of water. 

Kottnorr, I. M., Pharm. Weekblad 60, 227 (1923); C. A. 17, 1774 (1923); 
J. Chem. Soc. 124, ii, 248 (1923). Colorimetric determination of the water 
content of absolute alcohol. Based upon the fact that the sensitivity of azo 
indicators, e.g., M. O., to acid diminishes with increasing the EtOH concen- 
tration cf the medium. 

Standard Methods for the Examination of Water and Sewage, 6 ed., p. 8, 
American Public Health Association, New York, 1925. 


Weod Fiber. 
VALENTA, E., Chem.-Ztg. 42, 503 (1904); Analyst 29, 289 (1904). <A colorimet- 
ric method for the determination of wood fiber in paper. 


Xanthophyll. 
Parmer, L. S., J. Biol. Chem. 23, 261 (1915). Xanthophyll, the principal 
natural yellow pigment of the egg yolk, body fat, and blood serum of the 
hen. ‘The physiological relation of the pigment to the xanthophyll of plants. 


Zinc. 

Cooper, A. J., J. Soc. Chem. Ind. 5, 84 (1886). Note on the detection of metals 
in drinking water. Gives a table showing the delicacy of the following tests: 
K,Fe(CN)., NH.OH, and HS tests for Cu; (NH,)2S test for Zn; H.2S test 
for As; KzCrO, and H,S tests for Pb. 

Campo y Cerpan, A DEL, Ann. chim. anal. appl. 14, 205;-C. A. 8, 2785 (1909). 
NH.HO added till Zn(OH); redissolves, then add 1 cc. of an alcohol or ethereal 
solution of resorcinol. A blue color appears whose depth depends upon the 
concentration of Zn. Sensitive to 1 part in 100,000. Ca gives a green 
color, Nia blue, and Coared. Hence, these metals must be removed. 

Campo y CERDAN, A DEL, Anales soc.espafi. fis. quim. 7, 63 (1909); J. Chem. Soc. 
96, ii, 439 (1909). Color test for zinc salts. States that 0.005 mg. of Zn in 1 cc. 
may be detected by the blue coloration produced on addition of ammonia 
and resorcinol. About 1 hr. required for color to develop at this low con- 
centration. Cd salts produce a green color with resorcinol and Cu salts a 
black precipitate. . 

WINKLER, L. W., Z. angew. Chem. 26, 38 (1913); J. Chem. Soc. 104, ii, 246 

(1913); J. Soc. Chem. Ind. 32, 157 (1913). Detection and colorimetric 

estimation of lead, copper, and zinc in potable water. Uses NaS for Pb; 

K,Fe(CN),. and KHCO; for Cu; and a turbidity method for Zn. 

Compo y CeRDAN, A DEL, and DE LA PUENTE, J., Anales soc. espafi. fis. quim. 
11, 98 (1913); C. A. 7, 3291 (1913). Colorimetric determination cf traces 
of zinc. Zn gives blue color with NH,OH and resorcinol. Limits of con- 
centrated 0.0.1 g. to 0.00018 g. Zn per cubic centimeter. Errors observed 
for concentrations of Zn 0.1 to 3.2 mg. per 100 cc., varied from 0.06 te 66 
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per cent. Solution is altered by air and must be protected with liquid par- 
affin until ready for examination. 

Metprvm, R., Chem. News 116, 271, 295, 308 (1917). The identification and 
estimation of zinc in water. Uses (NH,)2S and K,Fe (CN). methods. 

BIRCKNER, V., J. Biol. Chem. 38, 191 (1919). The zinc content of some food 
products. Turbidimetric estimation of pot. zinc ferrocyanide. 

Bopansky, M., J. Biol. Chem. 44, 399 (1920). Biochemical studies on marine 
organisms. II. The occurrence of zinc. Turbidimetric. 

Bopansky, M., J. Ind. Eng. Chem. 13, 696 (1921); C. A. 15, 3428 (1921); 
Analyst 46, 518 (1921); J. Soc. Chem. Ind. 40, 829A (1921). The determina- 
tion of small quantities of zinc. Uses KuFe(CN).. A turbidimetric method. 

SNELL, F. D., Colorimetric Analysis, p. 81, D. Van Nostrand Co., New York, 
1921. Determination of zinc by resorcinol. 

JArvinEN, K. K., Z. Nahr. Genussm. 45, 183 (1923); J. Chem. Soc., 124, ii, 
655 (1923). Colorimetric estimation of small quantities of metals in food- 
stuffs and the preliminary destruction of the organic matter. Details for the 
destruction of the organic matter are given and for the estimation of Sn and 
Pb in the presence of one another, Cu and Zn in the presence of one another, 
Al, Ni, As, and Sb. Uses H2S or Naps. 

Lutz, R. E., J. Ind. Hyg. 7, 273 (1925); C. A. 19, 2614 (1925). Determination 
of a small amount of zinc in organic materials. Uses urobilin, 0.1-0.5 mg. 
Zn can be determined with an accuracy of 10 per cent. < 

Scott, W. W., Standard Methods of Chemical Analysis, 4 ed., p. 607, D. Van 
Nostrand Co., New York, 1925. Aturbidity method. The Zn is precipitated 
as ZnS, the latter dissolved in HCl and ferrocyanide added. ‘The suspension 
thus formed is compared with a standard. 
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ANALYSES OF CHEMICAL GLASSWARE! 


The marks on both beakers and flasks were identical in the case of 
all the wares examined except Jena, in which an “N ” appeared below 
the main body of the trade mark on the flasks but did not appear on 
the beakers. Therefore, with the Jena ware analyses were made of 
both beakers and flasks, but with the other wares the flasks were not 
analyzed. It is evident from the results that there is no difference in 
composition between the Jena beakers and flasks. Table XLIV shows 
the analyses of the wares tested by the Bureau of Standards. 


TABLE XLIV 


| 
Ware evobed i Pyrex Jena Jena Nonsol Fry Libbey 
beaker * | beaker | beaker flask beaker } beaker | beaker 
beaker 

AlsO3..... 0.14 10) 2.0 2D 4.2 DS: 27 Al 
Fe.O03..... 0.08 0.35 0.25 0.25 0.27 0.23 On22 0.44 
O00 eae oa DOr alt Sao: 10.9 10.9 des SOME tae ie 

CC Ges. | ces | lite tes | Sachs | aecce | canes 1.0 
iyhetOhs sa he 0.02 0.02 0.01 0.01 0.01 0.01 0.03 0.03 
Ga0'.., See. reel 0.66 0.29 0.63 0.56 0.79 2.6 0.42 
NTS Sees 0.17 4.3 0.06 0.21 On25 3.4 2.6 0.08 

INEIOM G2 4e Wok 10.8 4.4 1) 7.8 10.9 9.8 8.2 
IGE S AE ae Vig!) 0.30 0.20 ORSZ Ons! 0.30 1 es 0.67 
SHO TAR oe 75.9 Wor) 80.5 64.7 64.7 67.3 68.6 Tove, 
Be Qere meaty bots. « O60 11.8 10.6 10.6 Guz Sia 10.8 
PaOses vila AMUN | RC NAIM es, ONS She, NL) SS cece Pcautyenana) AM. tahiemetiatGe nll) WAeAe ban sues afieeontrncue 
SOME, Goo 0.20 (et O A RE a |, Some meer. U0, Peete MI cp einiG.cem hh bo ds.o'g 5 
As2O;..... Trace 0.02 0.70 0.14 0.19 Trace 0.18 0.36 
DbgQpascealin Ble. ss OOO gertta collie be cts dessa ORG2 54a wera We Mea a Se 
Biotal . ss; 100.29 | 100.27 | 100.21 99.81 99.79 | 100.05 99.93 | 100.00 


Selenium and fluorine were not found, but lithium was detected 
spectroscopically by Paul W. Merrill in all the samples. 


1p, H. Walker and F. W. Smither, Bur. Standards Tech. Papers No. 107 (1918), 
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GENERAL SUMMARY OF TESTS ON CHEMICAL GLASSWARE ! 


Table XLV gives a general summary of the resistance to various 
solutions and to mechanical and heat shock of chemical glassware 
tested by the Bureau of Standards. In this table the numerical 
exponents indicate the minor differences in resistance, the lowest 
number being the most resistant. "The absence of an exponent indi- 
cates that the differences in resistance are too small to justify any 
differentiation between the wares graded in the same group. In the 
rating of resistance to caustic alkalis boiling tests only have been 
considered. 


TABLE XLV 
Resistance to 
Were Carbon- Ammonia js 
e Mineral | ated | Caustic |andam-| Heat phechan 
Water : 3 ; : ical 
acids | alkalies | alkalies |monium]| shock 
shock 
salts : 
Kav alierneser racaccnrs Poor Good Poor Good? | Good? | Poor Poor 
Mee Hes Gra C Oneeeeeinik GOOdS aniiGood Good! | Good! | Good Poor Poor 
IBY TEX itor chor ase? tee Good? | Good Good | Fair Good Good! | Good * 
Jeniariee. concise Good‘ | Good Good? | Fair Good Good? | Fair 
INonisol a eactiiieyae Good’ | Good Good! |} Fair Good Good? | Fair 
Bryson lates eais.aht Good* | Good Good? | Fair Good Poor Good 
DDE Vewtets. cate nite Good! | Good Good? | Fair Good Good? | Good 


* Far superior to any of the other wares. 


TABLE XLVI.—DaATA ON THE STRENGTH OF AQUEOUS SOLUTIONS OF SOME 
Common Acips AND AMMONIA 


Substance eae Per Cent by Wt. | Normal | Molar 
Ammonium hydroxide........ 0.90 ~ 28.5 NH; way it 15 
Ammonium hydroxide....... 0.957 10.7 NH; 6 6 

. Hydrochloric acid. .......... 1.19 37-23 HCl 12 S== 1-12 
Hy drochloricjacid: ..3....... eG 2070 SHE 6 6 
IN te Fo aay, ales 1.42 69.96 HNO; 15.8 | 15.8 
Nitteraciirs it. A) Pend, dae 1.20 32.2. HNOg ae 
SSiliUTic Acide, cava ys 1.84 95.6 HSO, 36 
STUAUSAYO Ge chin Sosa Moe 1.19 26.0 HSO, 6 

Are ae, ee , .67 HsPO, 


* At 17.5°C. =" 
1 P.H. Walker and F. W. Smither, Bur. Standards Tech. Papers No. 107 (191 8). 
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TABLE XVII.—SoLuBILITy OF SOME GASES IN WATER, GRAMS PER LITER OF 
SOLVENT 


When Partial Pressure of the Gas + Vapor Pressure of the Liquid = 760 mm. 
at the Respective Temperatures 


ee 


: ; Carbon Hydrogen Sulfur 
ire Eee Dioxidet Sulfide§ Dioxide || 
0 0.0695 Meet cs 3347 7.066 228.3 
10 .0537 9.972 2.319 by alae? 162.1 
20 .0434 e293 1.689 3.846 112.9 
30 .0359 ES: 1.259 2.983 78.1 
40 .0308 4.590 0.974 B SSI 54.1 
50 -0266 3.925 0.762 1.883 
60 .0227 3.295 0.577 1.480 
70 ‘| .0186 2.793 1.101 
80 .0138 PR DAL 0.765 
90 .0079 12:70 0.410 
100 .0000 0.000 0.000 


(From H. A. Fales, Inorganic Chemical Analysis, The Century Co., New York, 1925.) 
*L. W. Winkler, Ber. 22, 1772 (1889). 
7 L. W. Winkler, Math. és Termeszettudomdanyi Ertesité, 2%, 86 (1907). 
tC. Bohr, Wied. Ann, 68, 504 (1899). 
§ L. W. Winkler, Math. és Termeszettudomdnyi Ertesitd, 25, 86 (1907). 
|| F. Schonfeld, Liebig’s Ann. 95, 1 (1855). 


TABLE XLVIII.—CoNVERSION TABLE OF UNITS oF LiIQuID CAPACITY 


ee ee S| Tnp. Fluid 
Unit Water Litezs 
Inches > | Gallons | Gallons Ounces 
At 16.7 

1 Uis.Gallon =| 231.00 8.335 1.000 0.83 3.785 128.0 
1Imp. Gallon =| 277.27 10.000 1.200 1.00 4.543. | 160.0 
1 Liter =| 61.03 2.200 0.264 0.22 Oe pe 13335 
1 Fluid Ounce = 1.80 0.065 0.008 0.006 0.029 1.0 


(From H. A. Fales, Inorganic Chemical Analysis, The Century Co., New York, 1925) 
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TABLE XLIX.—INTERNATIONAL TABLE oF ATOMIC WEIGHTS OF THE CHEMICAL 
ELEMENTS,* 1925 


Sym- | Atomic | Atomic Sym- | Atomic | Atomic 
bol | Number| Weight bol | Number | Weight 

Aluminum.....| Al 13) 26.97 Molybdenum. .}| Mo 42 96.0 
Antimony..... Sb SI PN 77 Neodymium...| Nd 60 144.27 
EN FRO. cs on cook A 18 39.91 Neon) yacr irre Ne 10 20.2 
Arsenic..... As 33 74.96 INickella ene Ni 28 58.69 
Sa Ue ee Ba 56 Seow INSET soo N 7 14.008 
Beryllium..... Be 4 9.02 Osminmia se Os 76 190.8 
Bismubthieseees |e Bt 83 209.00 Oxycennaenen O 8 16.000 
BOWO eo y Goo box B 5 10.82 Palladium Pd 46 106.7 
Bromine ee eer 35 79.916 || Phosphorus.:..| P 15 31.027 
Cadmium ae) ned 48 112.41 Platinum sewers Pt 78 19523 
Calciumseneeee Ca 20 40.07 Rotassiuimes eee K 19 39.096 
Garboneanen > atime 6 12.000 || Praseodymium.| Pr 59 140.92 
Cerium era ee 58 140.25 Raichitin ere Ra 88 225.95 
Gesiumo... 6. Gs 55 132.81 Radonee eet Rn 86 2228 
Chlorine 254) Cl 17 35.457 || Rhodium Rh 45 102.91 
Chromium.....} Cr 24 52.01 Rubidium Rb 37 85.44 
Cobaltpee nee Co Di 58.94 Ruthenium....| Ru 44 101.7 
Columbium....! Cb 41 93.1 Samarium ae Sm 62 150.43 
Copperrmurent neu: 29 S57 SCandiuineeeeae Sc 21 45.10 
Dysprosium...} Dy 66 162.52 Seleniunn pee se 34 IDL 
Ihave soe ee Er 68 167.7 Silicones eee Si 14 28.06 
Europium..... Eu 63 1520) SUBP sg 0% aac 66 Ag 47 107.880 
ivorimesc see F 9 19.00 SIOGHUDOM, 5 5 on o- Na li 22.997 
Gadolinium....] Gd 64 157.26 Strontium!.....|) oO 38 87.63 
Gallinin ee Ga Bil 69.72 SULRR oS od oll © 16 32.064 
Germanium....| Ge 32 72.60 Tantalum’. sere elas fs 181.5 
Goldie scope ten: Au 79 Tee Tellurium..... Te 52 2755 
ieliumin. arene He 2 4.00 erbium Tb 65 15952 
(oO manure Ho 67 163.4 halle re aT; 81 204.39 
Hydrogen.....| H 1 1200 Si ||eaiboxtuinerenrer Abn 90 232'.15 
aachivinas ener ea! 49 114.8 ehulivaniasenee Tm 69 169.4 
Wocimerecereaee we 58 126.932 TTSina., Weenie Sn 50 118.70 
inicio ee Ir 77 193.1 Ti tamiumaseess see Tt 22 48.1 
iron cyracmeee: Fe 26 55.84 Tungsten... 4: W 74 184.0 
VTE 5 6 oe 0 Kr 36 29) Wiranitunaeeirr U 92 238.17 
Lanthanum. La 57 138.90 Vanadium..... V 23 50.96 
fecal « csictec. ok Pb 82 207 .20 MENON So8a0 0% Xe 54 130;2 
Deathiume oe... « Li 3 6.940 || Ytterbium..... Yb 70 173.6 
Butecium.... ck lu 71 175.0 EY LER UIT eerie Ne 39 88.9 
Magnesium....| Mg 12 24.32 ZING, one Cee Zn 30 65.38 
Manganese....| Mn 25 54.93 ZACCODIUM ele Zr 40 91. 
Mercury...... Hg 80 200.61 


* Note by the Author —The table of Atomic Weights as issued by the International Committee lists the 
elements alphabetically according to their symbol. In the above table the elements are arranged alphabetically 
according to their names. 


180.8. 


Soc. 47, 601 (1925); ibid. 48, 541 (1926); ibid. 49, 583 (1927); ibid, 50, 603 (1928). 


1 The table does not include element No. 72, Hafnium or Celtium, atomic weight 
For information regarding this atomic weight, and also for more recent information regarding other 
atomic weights, see “‘ Annual Report of the Committee on Atomic Weights,” G. P. Baxter, J. Am. Ch 
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LOGARITHMS OF NUMBERS 


LOGARITHMS OF NUMBERS 


g PROPORTIONAL PARTS 
“qe 
3§ OU) ey SoapeO) 
BF 112/314]5/6/7/8]9 
Io 0253| 0294]0334/0374] 4 | 8 | 12) 17] 21] 25] 29] 33] 37 
5} 0645] 0682]0719]0755] 4 | 8 | I1] 15] 19] 23] 26] 30] 34 
I2 1004] 1038}]1072|1106] 3 | 7 | Io} 14] 17] 21] 24] 28) 31 
13 1335] 1367|1399]1430] 3 | 6 | Io] 13] 16] 1¢] 23) 26) 29 
14 1644] 1673]1703]1732] 3 | 6 | 9 | 12] I5] 18} 21] 24] 27 
15 1931] 1959|1987}2014] 3 | 6 | 8 | x11} 14] 17] 20] 22) 25 
16 2201] 2227|2253]2279] 3 | 5 | 8 | 11} 13] 16} 18] 21] 24 
17 2455} 2480|2504]2529] 2 | 5 | 7 | ro} 12] 15] 17] 20] 22 
18 2695] 2718|2742|2765] 2] 5 | 7 g} 12] 14] 16] 19] 21 
19 2923] 2945|2967|2989] 2 | 4 | 7 g} 11] 13] 16] 18] 20 
20 3139} 3160]3181]3201] 2 | 4 | 6 8] II] 13] 15] 17] 19, 
21 3345] 3365|3385]3404] 2 | 4 | 6 8} 10] 12] 14] 16] 18 
22 3541] 3560]3579/3598] 2 | 4 | 6 | 8} Lo} 12) 14} 15) 17 
23 3729] 3747|3766/3784] 2 | 4] 6] 7) 9] IZ] 13] 15] 17 
24 3909] 3927/3945]3962] 2 | 4] 5] 7 9} I1| 12) 14] 16 
25 4082] 4099]4116] 4133] 2} 3] 5 7) C| Io} 12) 14] 15 
26 4249| 4265|4281|4298] 2 | 3] 5 7] 8] Io] 11} 13} 15 
27 4409] 4425]4440|4456] 2] 3] 5 | 6} 8} 9] Iz) 13] 14 
28 4564] 4579|4594|4609] 2] 3] 5 | 6} 8] 9] 11) 12) 14 
29 4713| 4728]4742|4757| 1 | 3| 4] 6] 7] | Io} 12} 13 
30 4857| 4871|4886]4900] 1 | 3] 4] 6} 7} 9) to} 11) 13 
31 4997| So0r1|5024|5038] I | 3 4] 6f 7| 8] roj 11) 12 
32 5132] 5145]/5159/5172] 1 | 3} 4| 5} 7] 8] 9} 11] 12 
33 5263] 5276|5289|]5302] I | 3 4) 51 6| 8] 9} Ic] 12 
34 5391] 540315416]5428] I] 3} 4{ 5} 6] 8) 9} ro} ir 
35 5514] 5527|5536|5551] I | 2] 4) 5} 6) 7 9} Ioj 15 
36 5635] 5647|5658|5670] I | 2 4| 5) 6) 7| 8] ro} 14 
37 5752] 5763]5775|5786] I | 2] 3] 5s} 6) 7] 8} 9 10 
38 5866] 5877|5888]5899] I | 2] 3] 5} 6] 7] 8] 9] 10 
39 5977] 5988]5999|6010] I} 2] 3] 4} 5] 7] 8) 9} to 
40 6085] 6096/6r07/6117} r | 2{ 3] 4} 5} 6} 8] 9}.10 
41 6191] 6201|6212/6222] | 2] 3] 4} 5] 6] 7] 8 9 
42 6294] 6304]6314]6325] 1] 2] 3] 4] 5s} 6] 7 8 9 
43 6395] 6405]/6415|6425] I] 2| 3] 4] 5] 6) 7] 8! 9 
44 6493] 6503]6513]6522] 1 | 2] 3] af s| 6} 7] 8! 9 
45 6590] 6599|6609/6618} r | 2] 3] 4} 5] 6! 7} 8] 9 
46 6684] 6693|6702|6712] 1} 2 | 3] 4} 5} 6] 7 7| 8 
47 6776| 6785]6794|6803] 1 | 2] 3) 4] 5) 5| 6] 7 8 
48 6866] 6875/6884/6893] 1 | 2| 3] 4} 4| 5| 6} 7) 8 
49 6955] 6964/6972|/6981] x | 2} 3] 4} 4] 5] 6) 7| 8 
50 7042! 7050|/7059|7067] I | 2} 3! 31 4! 5] 6| 7] 8 
51 7126) 7135]7143|7152] 1 | 2 | 3] 3) 4] 5| 6) 7 8 
52 7210) 7218)7226]7235] 1 | 2 2|. 3] 4] esa ey: 
53 7292] 7300)7308/7316] 1 | 2] 2) 3] 4) 5] 6) 6| 7 
54 7372|_7380)7388)7396] 1 | 2| 2]. 3} 4] s| 6| 6) 7 
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LOGARITHMS OF NUMBERS (Continued) 


7459 
7536 
7612 
7686 
7760 


7832 
7903 
7973 
8041 
810¢ 


8176 
8241 
8306 
8370) 
8432 


8494 
8555 
8615 
8675 
87323 


87G1 
8848 
8G04 
8¢6c 
SOIr 


co6G 
(122 
C175 
€227 
9279 


9330 
9380 
430 
£479 
9528 


0576 
6624 
G671 


9727 


9763 


9809 


7466 
7543 
7619 
7694 
7787 


7836 
7910 
7980 
8048 
8116 


8182 
8248 
8312 
8376 
843¢ 


8500 
8561 
&621 
8681 
8739 


8797 
8854 
89Ic 
8665 
co2c 


9074 
g128 
g180 
C232 
9284 


9335 
9385 
9435 
9484 
9533 


9581 
9628 
9675 
9722 
9768 


9814 


7474 
7551 
7627 
77O1 
7774 


7846 
7917 
7987 
8055 
8122 


818¢ 
8254 
83I1¢ 
8382 
8445 


85c6 
8567 
8627 
8686 
8745 


8802 
8859 
8915 
8971 
6026 


C079 
9153 
186 
9238 
9289 


9340 
9350 
9440 
9489 
9538 


9586 
9633 
9680 
9727 
9773 


9818) 


9854] 9859| 9863; 
9899}9903]9908 
9943|9948|9952 
9987|9991|9996| 


PROPORTIONAL PARTS. 
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ol ee RE oe hese aay 25, Wl 6 
A ale TM bees Tice bel Paya ais 
Bie fH (DNAS HS) te ed a) 2B | ae) (Ey 
EST eeZen tess Pt edes| Aaa |e oe IMS 
Ses aE PA LINN etal RC" ts fas) 
EARL ee TS hal ay et) 
DPE eZ. ES CAN AMS, 
LEME 2 NOP BO AN aS 
cea eT 2 ZO SN ean 
D2 2 3 A ee 
ey zea Sees 
2 pe an ae Va TS eS Pe 
Eee e234 Waa is 
Li cfike Hey eae SP Spt a | es 
TOL esi 2) tae Sail ao to 
Tee 2 a 2h ae sae es 
cea) |e Wea eh cil 
Ded ASE SIAL Ia IES boa) el AZ| 
SUE al bee 220 Pc He. | Raja Hae on fk 
EE Sea Sa oy a ae 
a i el eae ea) WSN cd (eye ast 
Laie e's| | sa Sal eae 
LE 2 SS Sa ae 
Pe See ae adsl a 
Ec) Sea Salah nee 
CORR Ts aad be? i ae) ego |e HON Pedy | sf 
Onl De De eules Waning 
OGh Tae NB Qala eee d 
Oo} DT) I) 2).2)3 | dal 4 
OCPD Sea es Ss “4 
CO} 2 Tao alas 4 
Oy L eal BS Sp 4 
ODE ST 243) See 
co at al AS RE a) Ui a ee a 3 
fo We) Rl 10S a etl Ue HT i 8 
On Shera 2 is Psa 4 
Oe ese em hae E253) Lesh a 
OO Eek ea 2131 34S 


aAaanann aAaannnn nanan aDaaand 


rere un 


Se 


73 


134 ANTILOGARITHMS 


ANTILOGARITHMS 


PROPORTIONAL PARTS. 


1 

os 

00: 

S 1/2/3/4]5|6|7/8/9 
00} 1000] 1002] 1005] 1007] 1009} Ior2| Ior4] ror6|torg|tozt}o |} o; IT} I}Lj}rj2)2)2 
-O1} 1023] 1026] 1028] ro3Zo0] 1033] 1035] 1038] Io4o}1o42}1045} 0 | o}| I} T}I|1)}2)2) 2 
.02} 1047] 1050] 1052] 1054] 1057] 1059] 1062] 1064]1067|1069} O| o| I} IT} 1] 1] 2) 2] 2 
.03} 1072] 1074] 1076] 1079] 1081] 1084] 1086] 1o8g]1ogI}1094, O| O| IT] TPL} I) 2)]2/2 
-04] 1096] 1099] 1102] L104] IL1O7] II0G] 1112] I114]/1II7|I11I9} O| | I] TPL |2)2)2)]2 
.05] 1122] 1125] 1127) 1130] 1132] 1135] 1138] 1140j)1143]1146] 0} r | T| LT} 1] 2) 2) 2] 2 
06] 1148] rr5x| 1153] 1156] 1159} 1161] 1164] 1167|1169]1172) 0 | 1} 1) rf} 1)}2)2/2)2 
07] 1175] 1178] 1180] 1183] 1186} 1189] 1191] 1194]r197|1I99} 0) 1} 1) I} I}]2)2]2)2 
.08] 1202] 1205] 1208] I2II]} 1213] 1216] r2r9] 1222|1225|/1227}0|1)/1}|/Ir1f1;2)2)|2)3 
.O9} I230] 1233] 1236] 1239] 1242] 1245] 1247] 1250|1253/1256 0} r| 1) 1,1} 2)2)]2)3 
-I0] 1259] 1262] 1265] 1268) 1271] 1274] 1276] 1279]1282|1285} 0 | 1 | I|1f1)2)2)2)3 
-I1] 1288] 1291] 1294] 1297] 1300] 1303] 1306] 1309]1312|1315} 0; 1| 1} 4}2)2]2)2/3 
-12] 1318] 1321] 1324] 1327] 1330} 1334] 1337] 1340}1343/1346] 0 | 1] 1|]I1][2]2)]2)2/3 
13) 1349] 1352] 1355] 1358] 1361] 1365] 1368] 1371|1374|]1377]} 0 | 1] 1} 1]2)2)213/3 
-14} 1380] 1384] 1387] 1390] 1393] 1396] 1400} 1403|1406|r409} O | 1} I] 1}2)}2)2)3/3 

’ 
-I5} 1413] 1416] 1419] 1422] 1426] 1429] 1432] 1435|1439|/1442] 0 | 1] 1)]1I)2|2)/2/13/3 
-16] 1445] 1449] 1452] 1455] 1459] 1462 1466 1469/1472/1476 O|/ r| 1| 1] 2])]2)213/3 
-17] 1479] 1483] 1486] 1489] 1493] 1496] 1500] I503/1507|/1s10j O| 1} 1) I] 2)2)2)13/3 
-18] 1514] 1517] 1521] 1524] 1528] 1531] 1535] 1538|1542]1545} 0 | 1} 1) 1] 2)2)2)13/3 
-19] 1549] 1552] 1556] 1560] 1563) 1567| 1570] 1574|1578|1s81} 0 | 1 | 1] 1] 2)2|3)31/3 
.20] 1585] 1589] 1592] 1596] 1600] 1603] 1607| 161z|1614]1618] 0} 1 | I | 1} 2]/2)]3)3/3 
' ,21! 1622] 1626] 1629] 1633] 1637] 1641] 1644| 1648/1652/1656} 0} 1] 1) 2)2/]2/3/)3/3 
-221 1660] 1663] 1667] 1671] 1675! 1679] 1683] 1687|1690]1694 0} 1] 1) 2]72/2)/3)3/3 
.23] 1698] 1702] 1706] 1710] 1714 1718] 1722] 1726]1730]/1734] 0 | 1 | I |'2]2] 2 Waahs a4 
+24] 1738] 1742] 1746] 1750] 1754] 1758] 1762] 1766)1770/17744 0 | 1} 1] 2)2)2/1/313/4 
.25] 1778] 1782] 1786] 1791} 1795} 1799] 1803] 1807|1811}1816} 0 | r | 1] 2]}2)2)3)/3)4 
.26] 1820] 1824] 1828] 1832] 1837] 1841] 1845].1849]1854/1858] 0} 1 | 1] 2)2)13)3|/3)4 
.27|) 1862] 1866] 1871} 1875] 1879] 1884] 1888] 1892]/1897}1901] 0 | 1 | |] 242)}3)3)/3)4 
.28] 1905] I9I0] 1914] 1919] 1923] 1928] 1932] 1936]/1941]1945] 0 | 1 | 1/27213)3)/4|4 
+29] 1950] 1954] 1959] 1963] 1968] 1972] 1977] 1982|1986]1991] 0} 1 | 1|24213)3)]4/4 
+30} 1995] 2000] 2004] 2009] 2014] 2018] 2023] 2028]2032}2037] 0} 1|I1/242)3|]3/4)|4 
+31} 2042] 2046] 2051] 2056] 2061] 2065] 2070] 2075|2080]/2084, 0} 1/1/21213|/3)4)4 
+32} 2089] 2094] 2099] 2104] 2109] 2113] 2118] 2123/2128]}2733} 0} 1} 1|27213)3)4)4 
-33] 2138] 2143] 2148] 2153] 2158] 2163] 2168] 2173]/2178}2183] 0 | r|1/27213|)3)14)|4 
-34] 2188] 2193] 2198] 2203] 2208) 2213] 2218) 2223)2228)22344 IT} 1 | 2|/243/]3)4)41]5 
-35] 2239] 2244] 2249] 2254] 2259] 2265] 2270] 2275|2280/2286] 1 | 1 | 2/2413131414|5 
-36] 2291] 2296] 2301] 2307] 2312] 2317| 2323] 2328)2333/2339] | 1} 2|/21313|]41415 
+37] 2344] 2350] 2355] 2360] 2366] 2371} 2377] 2382/2388]2393] I | 1 | 2|213]3141]41]5 
-38] 2399] 2404] 2410] 2415] 2421] 2427) 2432] 2438|2443/2449] IT} 1 | 2/ 241313141] 4)]5 
+39] 2455] 2460] 2466] 2472) 2477] 2483] 2489] 2495|2500/2506} 1 | 1] 2/2)]3/3/4|5|5 
+40} 2512] 2518] 2523] 2529] 2535] 2541] 2547] 2553]2559|2564) 1 | 1] 2] 213141415] 5 
+41] 2570] 2576] 2582] 2588] 2594] 2600] 2606] 2612/2618)2624] 1 | 1 | 2| 213] 4 eel 5 
+42] 2630] 2636] 2642] 2649] 2655} 2661), 2667) 2673/2679/2685] 1} 1 | 2}2]3|]4/4)5]6 
+43] 2692] 2698] 2704] 2710] 2716] 2723] 2729] 2735|2742|2748} 1 | 1 | 21313]4]|4 rey 6 
-44) 2754| 2761] 2767] 2773] 2780} 2786] 2793] 2799]2805]2812] 1} 1| 2/3131414 5 6 
1 . 4 

+45} 2818) 2825] 2831] 2838] 2844] 2851) 2858] 2864|2871|2877] 1| 1 | 2134314|5)5|6 
-46] 2884] 2891] 2897] 2904] 2911] 2917] 2924] 2931]2038/2944 1 | | 21313)/4/5)5)16 
-47| 2951| 2958] 2965} 2972) 2979] 2985] 2992] 2999/3006|3013] 1} | 2] 3]3/4]5 Ps: 6 
+48} 3020] 3027] 3034] 3041] 3048] 3055] 3062] 3069]3076)3083] 1 | t'}2]31414]5]6]6 
-49} 3090] 3097] 3105) 3112] 3119} 3126] 3133] 3141|3148/3155] I | 1 | 2 | 3. 4/4 5 6/6 


ANTILOGARITHMS 


ANTILOGARITHMS (Continued) 


PROPORTIONAL Parts. 


AM SN) Bie ae Nh aoa 
1/2/3/415/6|7| 8/9 
3192] 3199} 3206] 3214/3221|3228] 1 | I | 2] 3 4| 4] 5| 6) 7 
3266] 3273] 3281] 3289/3296/3304 1] 2] 2/3] 4] 5s} 5| 6] 7 
3342] 3350] 3357] 3365]/3373|3381] I | 2] 2|3 4 4! 5] 5| 6| 7 
3420} 3428} 3436] 3443/3451/3459] 1} 2] 2/3] 4) 5] 6| 6 7 
3499} 3508] 3516} 3524/3532|3540} I] 2] 2]3]7 4} 5] 6] 6] 7 
3581] 3589} 3597] 3606]/3614/3622} 1] 2] 2/3] 4) 5] 6} 7 7 
3664] 3673] 3681) 3690]/3698/3707] I] 2} 3|3] 4} 5} 6} 7| 8 
3750] 3758] 3767| 3776/3784/3793]} 1 | 2|3]3] 4] 5} 6 7] 8 
3837] 3846] 3855] 3864/3873/3882] 1] 2} 3]4] 4] 5} 6! 7] 8 
3926] 3936] 3945] 3954|3963/3972] 1} 2]3]4] 5} 5} 6] 7] 8 
4018] 4027] 4036] 4046)4055/4064] 1 | 2]3]4] 5} 6) 6 7] 8 
AIII] 4121] 4130] 4140/4150/4159] 1 | 2} 3] 4] 5] 6) 7} 8 9 
4207] 4217] 4227] 4236|4246/4256] 1 | 2} 3|4] 5} 6 7] 8] 9 
4305} 4315] 4325] 4335]4345/4355] I] 2] 3] 4] 5} 6 7 8! 9g 
4406} 4416} 4426] 4436]4446/4457] 1 | 2} 3] 4] 5] 6 7 8! 9 
4508] 4519] 4529] 4539]4550/4560] I} 2} 3) 4] 5} 6 7| 8 9 
4613] 4624] 4634] 4645/4656|4667] 1 | 2} 3| 4] 5] 6) 7} 9} 10 
4721} 4732| 4742] 4753|4764/4775] I | 2| 3] 4] 5} 7] 8} 9} to 
4831] 4842] 4853] 4864]4875|4887] 1 | 2} 3] 4] 6] 7] 8} 9] 10 
4943] 4955] 4966] 4977|498c|5o0o] | 2| 3] 5] 6} 7 8] 9g} 10 
5058} 5070] 5082] 5003/5105/5117] IT | 2} 4] 5 6)" 7)" 8)! ‘olar 
5176] 5188] 5200] 5212/5224/5236] | 2] 4]5] 6] 7] 8} to} rr 
5297] 5309] 5321] 5333/5346/5358] 1] 2] 4]5] 6] 7| 9} xo} rr 
5420] 5433] 5445] 5458]5470/5483] 1} 3] 4] 5] 6) 8) 9} xo} rr 
5546] 5559] 5572] 5585|sso8|s610j 1 | 3 | 4] 5 | 6} 8} 9} ro} 12 
5675] 5680] 5702) 5715/5728|5741} I | 3] 4] 5 7) 8), 16) ol Tt 
5808} 5821] 5834] 5848/5861|5875] 1 | 3] 4] 5] 7] 8] 9} 11} 12 
5943] 5957] 5970] 5984|s9¢8|6012} 1 | 3] 4| 5] 7| 8 Io} 11) 12 
6081] 6095] G6roc| 6124/6138/6152} 1 | 3} 4 | 6 7| .8| Io} 11] 13 
6223] 6237| 6252] 6266/6281/62c5] 1 | 3 | 4 | 6 7) 9Q| to] 11] 13 
6368} 6383] 6397} 6412/6427/6442] 1 | 3 | 4] 6] 7] 9] ol 12] 13 
6516] 6531| 6546] 6561|6577|6592] 2 | 3] 5 | 6 8} | 11] 12] 14 
6668} 6683] 6690] 6714|6730|6745] 2 | 3 | 5 | 6 8} 9] rr} 12] 14 
6823} 6830] 6855] 6871/6887|6902] 2 | 3] 5 | 6 8) c¢| 11] 13] 14 
6982] 6998] 701s] 7031|7047|7063] 2} 3] 5 | 6 8} Ic} 11] 13] 15 
7145] 7161] 7178] 7194/7211|7228] 2] 3]5}7 8} Io} 12} 13] 15 
7311] 7328] 7345| 7362/7379|7396] 2 | 3] 5 | 74 8] Io} 12] 13) 15 
7482] 7499] 7516] 7534]7551|7568] 2 | 3 | 5 | 7] 9} Ic} 12] 14] 16 
7656) 7674) 7691) 7709|7727|7745] 2 | 4] 5 | 7} 9) 11) 12) 14) 36 
7834] 7852] 7870] 7889]7907]7925] 2 | 4] 5 | 7] 9] 11} 13}*14| 16 
8017] 8035] 8054] 8072/8091]8110] 2] 4] 6] 7 Q| II] 13] 15] 17 
8204] 8222] 8241] 8260/8279]8299] 2 | 4 | 6] 8 C) IL] 13] 15] 17 
8395] 8414] 8433] 8453/8472|8492] 2 | 4 | 6 | 8 | Xo} 12) x4) 15] 17 
8590} 8610] 8630] 8650]/8670/8690] 2 | 4 | 6 | 8 | Io} 12! 14} 16] 18 
8790] 8810] 8831] 8851|8872/8892] 2 | 4 | 6 | 8 | ro} 12] 14] 16} 18 
8995] 9016] 9036} 9057|9078}g099] 2 | 4 | 6 | 8 | ro} 12} 15] 17} 19 
9204] 9226] 9247| 9268]9290/9311] 2 | 4 | 6 | 8 | x1} 13] 15} 17| 19 
9419] 9441] 9462] 9484]9506|9528] 2 | 4 | 7 | 9 } It] 13] 15] 17] 20 
9638] 9661] 9683] 9705}9727|9750] 2 | 4 | 7 | 9 } 11] 13] 16] 18! 20 
9863] 9886] 9908} 9931|9954|9977] 2 | 5 | 7 | 9 | 11| 14} 16} 78] 20 
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Bisulfite method for lead, 257 
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Blood analysis, 443, 469 
Blood, 555 
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determination of hydrogen ion in, 492, 
493 
determination of magnesium in, 264 
determination of phosphorus in, 346, 348, 
359 
method of drawing, 443 
Blood fat, 556 
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Blood serum, determination of calcium in, 
142 
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Bock-Benedict colorimeter, 11, 26 
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determination of, 133, 135 
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method for, 135 
turmeric method for, 133 
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Bread, hydrogen-ion control in, 217 
Bromate method for gold, 191 
Bromide method for copper, 181 
Bromide-peroxide method for gold, 191 
Bromine, 557 
determination of, 137 
Bronze, determination of aluminum in, 114 
Brown’s method for hydrogen ion, 213 
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Buffer action, 201 ~ 
Butyric acid, 558 


; G 
Calcium, 558 | 
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Calcium, determination of, in feces, 146 
in salt mixtures, 142 
in urine, 143 
Calcium oleate, method for, 143 
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in standard series method, 52 
simplified method of, 55 
tables of, 56, 61, 63, 66 
Calibration curves, 70 
Camera, color, 10, 15 
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Carbon, 559 
determination of, in steel, 148 
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Carbon monoxide, 563 
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in, 216 
photometric, definition of, 1 
physico-chemical principles involved, 1 
Chemicals, general, hydrogen-ion control in, 
217 
Chile saltpeter, determination of perchlo- 
rate in, 163 
China clays, determination of iron in, 237 
Chlorate, 563 
aniline chloride method for, 162 
Chloride, chromate method for, 159 
Chloride method, for cobalt, 172, 
for copper, 179 
for iron, 238 
for nickel, 303 
Chlorides in blood, determination of, 159 
Chlorine, 563 
determination of, in water, 157 
o-tolidine method for, 157 
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Chlorine, permanent standards, 158 
solubility of, in water, 721 
Chloroform, 565 
Cholesterol, 565 
determination of, 474, 476 
Chromate, 567 
Chromate method, for chloride, 159 
for chromium, 167, 169 
for lead, 254 
Chromium, 568 
chromate method for, 167, 169 
determination of, in ores, 167 
in rocks, 167 
in steels, 165, 167, 169 
diphenylsemicarbazide method for, 166 
K6nig’s reagent for, 165 
Chromoisomerization, 89 
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Chromometer, Saybolt, 10 
Citral, 570 
determination of, in extracts, 414 
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determination of iron in, 237 
determination of titanium in, 384 
hydrogen-ion control in, 216 
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in, 217 


Cobalt, 570 
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extraction method for, 171 
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Colloidal copper sulfide, 97 
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Colloidal platinum, 96 
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color of, 97 
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balancing method, 4, 10 
dilution method, 4, 10 
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standard series method, 3, 10 
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Bausch & Lomb-—Duboscgq, 11, 32, 38 
Bock—Benedict, 11, 26 
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for molybdenum, 286, 287 
for oxygen, 324, 328 
Frankforter, Walker, and Wilhoit, 328 
Hilger, 11 
Kennicott-Campbell-Hurley, 10, 21 
King, 287 
Kleinmann, 11, 45 
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Leitz—Duboscgq, 11, 40 
mechanical construction of, 104 
Meyers, 11 
Nessler tube, 10, 24 
Nutting, 2, 11 
optical construction of, 103 
Ramsay and Homfray, 324 
Schmidt & Haensch, 11, 43 
Schreiner, 10, 18 
specifications of, 103 
Spencer—Duboscq, 11, 42 
Stammer, 10 
Steiger, 15 
Stokes and Cain, 225 
types of, 10 
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White, 11, 48 
Colorimeter curves, 70, 579 
Colorimeter lamps, 50, 51, 252, 579 
Colorimetric analysis, definition of, 1 
Colorimetric apparatus, 10 
Colorimetric methods, speed of, 7 
Colorimetric tables, 57 
Colorimetry, 579 
accuracy of, 7 
Bibliography, 535 
definition of, 1 
errors in, 83, 84, 89 
fallacies in, 84 
general principles, 1 
limits of application, 8 
requirements of, 5 
Columbium, 580 
Comparator block, 210 
Complex theory of colloids, 96 
Concentration, by adsorption, 99 
by co-precipitation, 100 
Concentration methods, 228 
Congo red, 94 
Conversion table of units, 721 
Copper, 58z 
ammonia method for, 176 
bromide method for, 181 
chloride method for, 179 
determination of, in salts, 181 
in slags, 176 
determination of antimony in, 123 
ferrocyanide method for, 182 
salicylic acid method for, 183 
sulfide method for, 178 
xanthate method for, 184 
Copper sulfide, colloidal, 97 
Co-precipitation, concentration by, 100 
Correction curves, 70 
Crackers, hydrogen-ion control in, 216 
Creatine, 584 
determination of, 461, 519, 520, 521 
Creatinine, 588 
determination of 457, 518 
Creatinine zinc chloride, 459 
Cresol, 504. 
Cullen lamp, 51 
Cullen’s method for hydrogen ion, 492 
Culture media, determination of hydrogen 
ion in, 214 
Curcumin method for boron, 135 
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Curves, calibration, 70 
Cyanates, 504 
Cyanide, 594 
determination of, in plants, 151, 154 
Prussian blue method for, 151 
thiocyanate method for, 154 
Cylinders, Hehner, 10 
Nessler, 10 


Cysteine, 505 
Cystine, 595 
D 
Daylight lamp, 51 
Dextrine, 596 
Dextrose (see also Carbohydrate and 


Sugar), 596 
Diastase, 597 
Dihydroxyacetone, 597 
Dilution method, calculation of results in, 
52 
color matching, 4, 10 
Dimethylaniline method, for nitrite, 311 
Dimethylglyoxime method, for iron, 248 
for nickel, 295 
Dinitrosalicylic acid, 597 
Diphenylbenzidine method for nitrate, 316 
Diphenyl carbazide, 255, 258 
Diphenyl carbazide method for lead, 255, 
258 
Diphenylsemicarbazide method for chro- 
mium, 166 
‘Dispersion, relation of, to color, 97 
Dissociation, electrolytic, 198 
Distillation apparatus, 452, 501, 505 
Disturbances of equilibria, 87 
Di-thio-oxalate method for nickel, 298 
Doring’s method for gold, 193 
Dough, hydrogen-ion control in, 217 
Dowsett’s method for gold, 194 
Drop method for hydrogen-ion determina- 
tion, 213 
Duboscq colorimeter, 10, 11, 32, 38, 40, 
42, 43 
Duodenal contents, determination of hy- 
drogen ion in, 214 
Duplication method, calculation of 1esults 
in, 53 
color matching, 4, 10 
Dyes, 597 
aniline, 97 
aurin tricarboxylic acid, 92 
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Dyes, benzopurpurin, 93, 98 
colloidal, 98 
Congo red, 94 
determination of, 415 
hydrogen-ion control in, 217 
methyl orange, 87, 88, 89 
methyl violet, 93 
Night blue, 93 
vat, 97, 415 

reduction of, 3, 415 


E 
Egg yolk, 598 
Eggertz tubes, 10, 13 
Electrolytic dissociation, 198 
Electroplating, hydrogen ion in, 217 
Emulsoids, 94 
effect of, 93 
Enols, 598 
Enzymes, 511, 598 
Epinephrine (see Adrenaline) 
Equilibria, disturbances of, 87 
Errors, 83, 508 
sources of, 84, 89 
Ethyl nitrite, 599 
Extraction method for cobalt, 171 
Extracts, determination of citral in, 414 
determination of hydrogen ion in, 214 
determination of vanillin in, 437, 439 
Eye strain, 84 
Eyes, care of, 106 


F 
Farming, hydrogen-ion control in, 217 
Fat, 599 
Fatigue, 84 


Fatty acids, determination of, 474 
Feces, determination of calcium in, 146 
determination of hydrogen jon in, 214 
determination of lead in, 258 
Fehling’s solution, 433, 434 
Fermentation, hydrogen-ion control in, 217 
Ferric hydroxide, solubility of, 233 
Ferric iron, determination of, 218, 237, 241, 
242, 243, 245 
Ferric oxide, colloidal, 95, 96, 97 
Ferricyanide method for iron, 242 
Ferrocyanide method, for copper, 182 
for iron, 241 
for zinc, 397 
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Ferrous iron, determination of, 239, 242, 
248 
Fiske-Subbarow method, for phosphorus, 
348 
Flour, hydrogen-ion control in, 217 
Fluorine, 509 
determination of, in rocks, 190 
titanium sulfate method for, 186 
Folin and Wu pipette, 446 
Folin and Wu sugar tube, 470 
Food, determination of salicylic acid in, 432 
determination of zinc in, 397 
Food, products, canning, hydrogen-ion 
control in, 216 
Formaldehyde, determination of, 418 
Frankforter ef al. colorimeter, 328 
Fruit juices, determination of hydrogen 
jon in, 214 
Furfural, 599 
aniline method for, 421 
determination of, 419, 421 
orcinol method for, 419 
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Gardening, hydrogen-ion control in, 217 
Gases, solubility of, in water, 721 
Gastric contents, determination of hydro- 
gen ion in, 214 
Gelatin, hydrogen-ion control in, 217 
Geranial (see Citral) 
Gland, 600 
Glassware, composition of, 719 
lead in, 262 
resistance tests of, 720 
Glucose, 600 
Glue, hydrogen-ion control in, 217 
Glutamic acid, 6or 
Glutathione, 60r 
Glycerin, 6or 
Glycogen, 601 
Gold, 6o0r 
ammonia method for, 192 
bromate method for, 191 
bromide-peroxide method for, 191 
colloidal, 92-8 
determination of, in ores, 191-96 
in salts, 196 
in sea-water, 196 
Doring’s method for, 193 
Dowsett’s method for, 194 
metaphenylenediamine method for, 192 
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) Gold, Prister’s method for, 195 


Rose’s method for, 196 
Gold number, 92 
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Hehner cylinders, 10, 14 
Helianthin, 603 
Hematin, 94 
Hematin method for lead, 257 
Hematoxylin method for aluminum, 121 
Hemoglobin, 94, 603 
determination of, 482, 487 
Hemoglobin values, 486, 487 
Hemoglobinometer, 482, 483 
Heroine, 604 
Hexamethylenamine, 604 
Hilger colorimeter, 11 
Histamine, 604 
Histidine, 604 
Homogentisic acid, 605 
Humus, 605 
Hydrazine sulfate method for phosphorus, 
341 
Hydrochloric acid, 605 
Hydrogen cyanide, determination of, 151 
Hydrogen ion, 605 
concentration of, in water, 204 
determination of, 205, 208, 210, 213 
in clays, 214 
in culture media, 214 
in duodenal contents, 214 
in extracts, 214 
in feces, 214 
in fruit juices, 214 
in gastric contents, 214 
in milk, 214 
in muscle juice, 214 
in serums, 214 
in tissue, 214 
in urine, 214 
general theory, 198 
Hydrogen-ion control, applications of, 216 
in acid zinc plating, 216 
in bacteriological work, 216 
in candy, 216 
in canning food products, 216 
in chemical analyses, 216 
in clays, 216 
in cleaning processes, 217 
in crackers, 216 
in dyes, 217 * Hac : 
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Hydrogen-ion control, in electroplating, 
2YT. 
in fermentation, 217 
in flour, dough, bread, 217 
in gardening and farming, 217 
in gelatin and glue, 217 
in general chemicals, 217 
in industrial wastes, 217 
in Jaundry processes, 217 
in milk and. milk products, 217 
in paper manufacture, 217 
in pathological work, 217 
in pharmaceuticals, 217 
in pigments, 217 
in sewage disposals, 217 
in sugar manufacture, 217 
in tanning leather, 217 
in water purification, 217 
Hydrogen-ion determination, 
method, 213 
Cullen’s method, 492 
drop method, 213 
in blood, 492, 493 
in urine, 533 ' 
McClendon’s method, 493 
Hydrogen-ion exponent scale, 199 
Hydrogen-ion indicators, 206 
Hydrogen-ion testing set, 213 
Hydrogen peroxide, 608 
determination of, 332, 333 
Hydrogen sulfide, 609 
determination of, 375 
in water, 376 
methylene blue method for, 375 
preparation of pure, 240 
solubility of, in water, 721 
Hydrogen-sulfide method for phosphorus, 
344 
Hydrolysis, 610 
effects of, 87 
Hydrophilic colloids, 92 
Hydroxylamine, 60 


Brown’s 


Icteric index, 479 

Illumination “sphere,” 51 

Imidazole, 610 

Incinerations, determination of magnesium 
in, 264 

Indican, 610 

Indicators, 205, 206 
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Indigo, 6rz 
Indole, 611 
Industrial wastes, hydrogen ion in, 217 
Interference eliminators, 96 
Inulin, 6rr 
Iodide method for bismuth, 131 
Todine, 611 
Iodoquinic reagent for bismuth, 133 
Tonization, effects of, 87 
Tron, 613 
acetylacetone method for, 245 
chloride method for, 238 
colorimeter for, 224, 225 
determination of, 491 
in biological material, 491 
in china clays, 237 
in salts, 244 
determination of manganese in, 273 
determination of phosphorus in, 342, 344 
determination of sulfur in, 372, 373 
determination of titanium in, 377 
determination of vanadium in, 388, 391 
dimethylglyoxime method for, 248 
ferricyanide method for, 242 
ferrocyanide method for, 241 
Mellor’s method for, 237 
salicylic method for, 243 
sulfide method for, 239 
sulfocyanate method for, 218, 237 
Tron sulfide, solubility of, 233 
Tsobutyl alcohol, 620 
Isodisulfocyanic acid, 219, 234 


uf 
Julian tubes, 10, 14 


K 
Kennicott-Campbell—Hurley 
10, 21 
King colorimeter, 287 
Kleinmann colorimeter, 11, 45 
Kober colorimeter, 11, 28, 32 
K6nig’s reagent for chromium, 165 


colorimeter, 


L 


‘Lactic acid, 62r 


Lactose, 62I 

LaMotte block comparator, 210 

Lamps, colorimeter, 50, 51, 252 
Cullen, 51 
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Lamps, daylight, 62z 
Osram-opal, 45 
Laundry processes, hydrogen ion in, 217 
Lead, 622 
aniline method for, 257 
bisulfite method for, 257 
chromate method for, 254 
determination of, in canned goods, 256 
in feces, 258 
in solders, 256 
in tinning baths, 256 
in urine, 258 
in water, 257 
diphenyl carbazide method for, 255, 258 
hematin method for, 257 
sulfide method for, 250 
Lead content of vessels, 262 
Lead sulfide, colloidal, 97 
Lead sulfide method for sulfur, 372 
Lecithin, 626 
determination of, 478 
Leitz—Duboscgq colorimeter, 11, 40 
Lemon oils, determination of citral in, 414 
Levulose, 626 
Licopin, 626 
Light, source of, 106 
Lipoid phosphorus, determination of, 478 
Lipoids (see Lecithin) 
Lovibond tintometer, 2, 10, 11 


M 
Magnesium, 627 

Bell-Doisy method for, 264 
determination of, in blood, 264 

in incinerations, 264 

in tissue extracts, 264 

in urine, 264 

in water, 266 
oleate method for, 270 
phosphomolybdate method for, 266 

Manganese, 628 

bismuthate method for, 279 
determination of, 531 

in iron, 273 

in ores, 273 

in soils, 273 

in steels, 273 

in urine, 531 

in water, 273 
periodate method for, 273 
persulfate method for, 271 


Marine organisms, determination of zinc 
in, 397 
Mass law, 198 
McCabe’s method for vanadium, 388, 391 
McClendon’s method for hydrogen ion, 
493 
Mechanical construction of colorimeter, 104 
Mellor’s method for iron, 237 
Mercuric bromide method for arsenic, 125 
Mercuric sulfocyanate, 220 
Mercury, 632 
determination of, in urine, 282 
sulfide method for, 282 
Mercury light, 252 
Metals, bearing, determination of alumi- 
num in, 114 
Metaphenylenediamine method, for gold, 
192 
for nitrite, 310 
Methemoglobin, 634 
Methyl orange, 87, 88, 89 
standard for titanium, 386 ~ 
Methy] violet, 93 
Methylene blue method, for r hydrogen sul- 
fide, 375 
for sulfur, 373 
Milk and milk products, hydrogen ion in, 
217 
Milk, determination of hydrogen ion in, 214 
Millon’s reagent, 431, 432 
Minerals, determination of aluminum in, 
109 
determination of potassium in, 358 
determination of tungsten in, 387 
Molybdate method for phosphorus, 336, 
337 
Molybdenum, 634 
colorimeter for, 287 
determination of, in ores, 283 
in rocks, 283 
in steel, 292 
in tungsten, 285 — 
in tungsten trioxide, 283 
peroxide method for, 283 
tannic acid method for, 284 
Molybdic acid-quinine method for phos- 
phorus, 343 
Monochromatic analysis, 2, 11 
Morphine, 635 
Morphine sulfate method for formalde- 
hyde, 418 
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Muscle juice, determination of hydrogen 
ion in, 214 
Myers colorimeter, 11 


N 


a-Naphthylamine hydrochloride method for 
nitrite, 309 
Nephelometric analysis, definition of, 2 
Nephelometry, definition of, 2 
Nessler tubes, 10, 12 
Nessler tube box, 13 
Nessler tube colorimeter, 10, 24 
Nessler tube rack, 13 
Nessler’s method for ammonia, 306 
Nessler’s reagent, 96, 306, 636 
preparation of, 306, 447, 448 
Nesslerization, 96, 317, 449, 451, 506, 508, 
510 
Nickel, 637 
chloride method for, 303 
determination of, in absence of cobalt, 
300 : 
in alloys, 297 
in biological material, 298 
in presence of cobalt, 301 
in steel, 297, 298 
dimethylglyoxime method for, 295 
di-thio-oxalate method for, 298 
thiocarbonate method for, 296 
Night blue, 93 
Niobium (see Columbium) 
Nitrate and nitric acid, 638 
Nitrate, brucine method for, 318 
determination of, 313, 316-20 
in acids; 318 
in salts, 318 
in sewage, 318, 319 
in water, 313, 317-19 
diphenylbenzidine method for, 316 
phenoldisulfonic acid method for, 313 
pyrogallol method for, 319 
reduction method for, 317 
strychnine sulfate method for, 320 
Nitrite and nitrous acid, 649 
Nitrite, antipyrin method for, 311 
determination of, 308-12 : 
dimethylaniline method for, 311 
metaphenylenediamine method for, 310 
a-naphthylamine hydrochloride method 
for, 309 
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Nitrite, sulfanilic acid and a-naphthylamine 
method for, 308 
zinc iodide-starch method for, 312 
Nitrogen (see also Ammonia and Amino- 
acids), 659 
amino-acid, determination of, 467, 515 
non-protein, determination of, 446 
total, determination of, 500, 502, 505, 
506, 508 
in urine, 500, 502, 505, 506, 508 
Nitro-glycerine, 664 
Nitrosodimethylaniline method for per- 
chlorate, 163 
a-Nitroso- B-naphthol, 173 
a-Nitroso- $-naphthol method for cobalt, 
125 
Nitro-toluene, 664 
Non-ferrous materials, determination of 
aluminum in, 114 
Non-protein nitrogen, determination of, 446 
Novocaine, 664 
Nutting colorimeter, 2, 11 


O 


Observation, photometric, 106 
Observer, precautions to be taken by, 106 
Oils, 664 
lemon, determination of citral in, 414 
Oleate method, for calcium, 143 
for magnesium, 270 
Optical construction of colorimeter, 103 
Orcinol method for furfural, 419 
Ores, determination of chromium in, 167 
determination of gold in, 191-96 
determination of manganese in, 273 
determination of molybdenum in, 283 
Organic substances, 664 
determination of, 423 
Organisms, marine, determination of zinc 
in, 397 
Ortho-tolidine, 157 
Ortho-tolidine method for chlorine, 157 
Osmium, 664 
Osram-opal lamp, 45 
Oxalic acid, 665 
Oxybutyric acid, 665 
Oxygen, 665 
colorimeter for, 324, 328 
determination of, in water, 323, 326 
solubility of, in water, 331, 721 
solubility table for, 331 
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| 
Paints, determination of cobalt in, 173 
Paper manufacture, hydrogen ion in, 217 
Pathological work, hydrogen ion in, 217 
Pentosans, 666 
Pentose, determination of, 426 
Pepsin, 666 
Peptization, 97 
Perchlorate, 666 
determination of, in Chile saltpeter, 163 
nitrosodimethylaniline method for, 163 
Periodate method for manganese, 273 
“Permutit,” 451, 510, 513, 515, 516 
Peroxide method, for molybdenum, 283 
for titanium, 377, 384 
Persulfate method for manganese, 271 
PH scale, 199 
Pharmaceuticals, hydrogen ion in, 217 
Phenol, 666 
determination of, 428, 429, 431, 481 
in polluted water, 429 
Phenoldisulfonic acid method for nitrate, 
313 
Phenolhypochlorite method for ammonia, 
307 
Phenolsulfonephthalein, 668 
Phosphate and Phosphoric acid, 668 
Phosphate, determination of, in presence 
of silica, 369 
Phosphomolybdate method for magnesium, 
266 
Phosphorus (see also Phosphate), 
Doisy—Briggs method for, 346 
Benedict—Theis method for, 353 
determination of, 336, 337, 341, 342, 343, 
344, 346, 348 
in blood, 346, 348, 353 
in cast iron, 342 
in pig iron, 344 
in plant extracts, 336, 370 
in soil, 336, 370 
in steel, 342, 344 
in urine, 346, 348 
in water, 336, 370 
Fiske-Subbarow method for, 348 
hydrazine sulfate method for, 341 
hydrogen sulfide method for, 344 
molybdate method for, 336, 337 
molybdic acid-quinine method for, 343 
vanadio-molybdate method for, 342 
Photometric analysis, definition of, 1 
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Photometric balance, 107 
Photometric observation, 106 
Photometry, 11 
Physico-chemical principles involved in 
chemical analysis, 1 
Picric acid, 457, 676 
Pigments, bile, 676 
determination of, 479, 480 
blood, 676 
hydrogen ion in, 217 
Pipette, Folin and Wu, 446 
Pitch, 676 
Plant extracts, determination of pnos- 
phorus in, 336, 370 
determination of silicon in, 370 
Plants, determination of cyanide in, 151, 
154 
Platinum, 676 
colloidal, 96 
potassium iodide method for, 355 
Potassium, 677 
determination of, 357, 359 
in minerals, 358 
in soil, 358, 364 
in water, 358 
Potassium iodide method, for platinum, 355 
for selenium, 365 
Precautions to be taken by observer, 106 
Precision instrument, care of, 105 
mechanical construction of, 104 
optical construction of, 103 
Principles, general, colorimetry, 1 
Prism, Albrecht—Hiifner, 42 
Prister’s method for gold, 195 
Protective action, envelope theory of, 91 
Protective colloids, 91 
“Protein error,” 95 
Protein-free blood filtrate, 444 
Proteins (see also Albumin), 677 
determination of, 527 . 
Prussian blue, 678 - 
Prussian blue method for cyanian, 151 
Purple of Cassius, 99, 191, 194, 196 
Pyrogallol method for nitrate, 319 


Q 
Quinine, 678 
arsenomolybdic method for arsenic, 128 
R 


Rack for Nessler tubes, 13 
Ramsay and Homfray colorimeter, 324 
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Reagent, Cazeneuve’s, 255 
Reduction method for nitrate, 317 
Reduction of vat dyes, 3, 415 
Reflector, double, 104 
single, 104 
split, 104 
Requirements of colorimetry, 5 
Resorcinol method for zinc, 396 
Rhodium, 678 
Rocks, determination of chromium in, 
167 
determination of fluorine in, 190 
determination of molybdenum in, 283 
Rose’s method for gold, 196 


S 
Saccharine, 678 
Saffron, 678 
Salicylic acid, 678 
determination of, 432, 433 
in food, 432 
Salicylic acid method, for copper, 183 
for iron, 243 
Salt mixtures, determination of calcium in, 
142 
Salts, bile, determination of, 480 
determination of aluminum in, 109 
determination of copper in, 181 
determination of gold in, 196 
determination of iron in, 244 
determination of nitrates in, 318 
Salvarsan, 681 
Saybolt chromometer, 10 
Schmidt & Haensch colorimeter, 11, 43 
Schreiner colorimeter, 10, 18 
Sea-water, determination of gold in, 196 
Selenium, 681 
potassium iodide method for, 365 
Sensitiveness, 681 
variable, 83 
- Serum, blood, determination of calcium in, 
142 
determination of hydrogen ion in, 214 
Sewage, determination of nitrates in, 318, 
319 
Sewage disposals, hydrogen ion in, 217 
Silica (see also Silicon), 366, 682 
Silica and phosphate, determination of, in 
presence of each other, 369 
Silicate rocks, determination of titanium in, 
384 
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Silicon (see also Silica), 366 
determination of, in plant extracts, 370 
in soil, 370 
in tissues, 366 
in water, 370 
sulfite method for, 366 
Silver, 683 
Silver nitrate method, for arsenic, 128 
Skatole, 683 
Slags, determination of copper in, 176 
Sodium, 684 
Sodium alizarin monosulfonate, 119 
Soil toxicity, 684 
Soils, determination of manganese in, 273 
determination of phosphorus in, 336, 370 
determination of potassium in, 358, 364 
determination of silicon in, 370 
Solders, determination of lead in, 256 
Solubility, of ferric hydroxide, 233 
of gases in water, 721 
of hydrogen sulfide in water, 72 
of iron sulfide, 233 
of oxygen in water, 331, 721 
of sulfur dioxide in water, 721 
Solutions, unbuffered, behavior of, 204 
Specifications for colorimeters, 103 
Spectrophotometry, 11 
Spectroscope, 11 
Speed of colorimetric methods, 7 
Spelter, determination of aluminum in, 114 
Spencer—Duboscq colorimeter, 11, 42 
Sphere illuminator, 51 
Stabilizers, colorimetric, 91 
Stain method for sulfur, 375 
Stammer colorimeter, 10 
Standard series method, calculation of 
results in, 52 
color matching, 3, 10 
Standards, 684 
color, 208 
bottles for, 12 
colored glass, 3 
permanent, 3, 4 
for chlorine, 158 
for titanium, 386 
Starch, 685 
Steels, determination of carbon in, 148 
determination of chromium in, 165, 167, 
169 
determination of manganese in, 273 
determination of molybdenum in, 292 
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Steels, determination of nickel in, 297, 298 
determination of phosphorus in, 342, 344 
determination of sulfur in, 372 
determination of titanium in, 377, 384 
determination of tungsten in, 387 
determination of vanadium in, 388, 391 

Steiger colorimeter, 15 

Stercobilin, 685 

Stokes and Cain colorimeter, 225 

Strychnine, 686 

Strychnine method for vanadium, 393 

Strychnine sulfate method for nitrate, 320 

Sugar (see also Carbohydrate, Dextrose, 

Glucose, and Lactose), 686 
determination of, 469, 471, 472, 524, 525 

Sugar manufacture, hydrogen ion in, 217 

Sugar tube, Folin and Wu, 470 

Sulfanilic acid and a-naphthylamine 

method for nitrite, 308 

Sulfate, 693 

Sulfide method, for antimony, 123 
for copper, 178 
for iron, 239 
for lead, 250 
for mercury, 282 

Sulfite method for silicon, 366 

Sulfocyanate method for iron, 218, 237 

Sulfocyanic acid, 221 

Sulfur, 693 
determination of, 372, 373 

in iron, 372, 373 

in steel, 372 
lead sulfide method for, 372 
methylene blue method for, 373 
stain method for, 375 

Sulfur dioxide, solubility of, in water, 721 

Suprarenine (see Adrenaline) 

Syringe, Luer, 496 


ah 


Tables, 719 

colorimetric, 51, 57 
Tannic acid method for molybdenum, 284 
Tannin, etc., 698 

determination of, 435 
Tanning leather, hydrogen ion in, 217 
Tantalum, 699 
Tautomer, 88, 89 
Thiocarbonate method for nickel, 296 
Thiocyanate, 699 
Thiocyanate method, for cyanide, 154 
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Thiocyanate method, for iron, 218, 237 
Thiophen, 699 
determination of, 436 
Thiosulfate, 699 
Thymol, 699 
Thymol method for titanium, 381 
Tin, 700 
Tinning baths, determination of lead in, 256 
Tintometer, Lovibond, 2, 10, 11 
Wesson, 11 
Tissue, determination of hydrogen ion in, 
214 
determination of silicon in, 366 
Tissue extracts, determination of mag- 
nesium in, 264 
Titanium, 700 
color reactions with, 383 
determination of, 377, 381, 384 
in clays, 384 
in iron, 377 
in silicate rock, 384 
in steel, 377, 384 
permanent standard for, 386 
peroxide method for, 377, 384 
thymol method for, 381 
Trypsin, 703 
Tryptophane, 703 
Tubes, 10 
Eggertz, 10, 13 
Hehner, 10, 14 
Julian, 10, 14 
Nessler, 10, 12 
Tungsten, 704 
determination of, 387 
in minerals, 387 
in steel, 387 
determination of molybdenum in, 285 
Tungstic oxide, colloidal, 101 
determination of molybdenum in, 283 
Turbidimeter, 704 
Turbidimetry, 2 
Turbidity, 704 — 
Turmeric method for boron, 133 
Tyndallmeter, 704 
Tyramine, 705 


‘Tyrosine (see also Amino-acid), 705 


U 


Unbuffered solutions, behavior of, 204 
Units, conversion table of, 721 
Uranium, 706 
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Urea, 706 
determination of, 451, 453, 454, 455, 510, 
S11 
-Urease, 451, 455, 708 
Uric acid, 708 
determination of, 462, 522 
Urine, 714 
determination of calcium in, 143 
determination of hydrogen ion in, 214, 
533 
determination of lead in, 258 
determination of magnesium in, 264 
determination of manganese in, 531 
determination of mercury in, 282 
determination of phosphorus in, 346, 348 
determination of total nitrogen in, 500, 
502, 505, 506, 508 
Urine, analysis, 500, 518 
Urochrome, 714 


Vv 


Vanadio-molybdate method for phos- 
phorus, 342 
Vanadium, 714 
determination of, 388, 391, 393 
in iron, 388, 391 
in steel, 388, 391 
McCabe’s method for, 388, 391 
strychnine method for, 393 
Vanillin, 716 
determination of, 437, 439 
in extracts, 437, 439 
Varnish, determination of cobalt in, 173 
Vat dyes, 97, 415 
reduction of, 3, 415 
Vessels, lead content of, 262 


Ww 
Wastes, industrial, hydrogen ion in, 217 
Water, 716 ; 


Water, determination of, in alcohol, 334 


determination of aluminum in, 109, 121 
determination of chlorine in, 157 
determination of hydrogen ion in, 204 
determination of hydrogen sulfide in, 376 
determination of lead in, 257 
determination of magnesium in, 266 
determination of manganese in, 273 
determination of nitrates in, 313, 317, 
318, 319 
determination of oxygen in, 323, 326 
determination of phenol in, 429 
determination of phosphorus in, 336, 370 
determination of potassium in, 358 
determination of silicon in, 370 
determination of zinc in, 397 
purification, hydrogen ion in, 217 


Weights, atomic, table of, 722 
Wesson tintometer, 11 

White colorimeter, 11, 48 
Wood fiber, 717 


x 


Xanthate method for copper, 184 
Xanthophyll, 717 


Zeolite, 513 
Zinc, 717 


determination of, 396, 397 

in food, 397 

in marine organisms, 397 

in water, 397 
ferrocyanide method for, 397 
iodide-starch method for nitrite, 312 
resorcinol method for, 396 


Zinc plating, acid, hydrogen-ion control in, 


216 


| Zinc sulfide, colloidal, 99 
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